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1I.  Review of Resistance in the Environment 
 Introduction 
Antibiotics have long been considered the “magic bullet” that would end 
infectious disease.  Although they have improved the health of countless numbers 
of humans and animals, many antibiotics have also been losing their effectiveness 
since the beginning of the antibiotic era.  Bacteria have adapted defenses against 
these antibiotics and continue to develop new resistances, even as we develop 
new antibiotics.  In recent years, much attention has been given to the increase in 
antibiotic resistance.  As more microbial species and strains become resistant, 
many diseases have become difficult to treat, a phenomenon frequently ascribed 
to both indiscriminate and inappropriate use of antibiotics in human medicine.  
However, the use of antibiotics and antimicrobials in raising food animals has 
also contributed significantly to the pool of antibiotic resistant organisms globally 
and antibiotic resistant bacteria are now found in large numbers in virtually every 
ecosystem on earth.   
There is no doubt that the use of antibiotics provides selective pressure 
that results in antibiotic resistant bacteria and resistance genes.  While some 
resistant bacteria are found naturally in the environment, pathogens and non-
pathogens are released into the environment in several ways, contributing to a 
web of resistance that includes humans, animals, and the environment, essentially 
the biosphere.  Reviewed here are the history and scope of both antibiotics and 
resistance, the mechanisms of resistance, and evidence for the spread of antibiotic 
resistant organisms and resistance genes through humans, animals, and the 
environment. 
2History of antibiotic development 
 
In order to comprehend the problem of antibiotic resistance as it exists 
today, it is useful to understand the history and development of both antibiotics 
and antibiotic resistance.  Antimicrobial drugs have generally been classified into 
two categories, one includes the synthetic drugs, such as the sulfonamides and the 
quinolones, and the second, antibiotics, synthesized by microorganisms. In recent 
years, increasing numbers of semi-synthetic drugs have been developed which are 
chemical derivatives of antibiotics, thereby blurring the distinction between 
synthetic and natural antibiotics.    
Interest in antimicrobial chemotherapy was kindled as soon as 
microorganisms were understood to be agents of infectious disease.  In earlier 
times, plant products were sometimes used successfully in the treatment of 
disease, but neither doctors nor patients knew the basis for the action of these 
therapeutic agents.  Many early medicines were used to cure protozoan diseases, 
rather than bacterial diseases.  As early as 1619, it was known that malaria could 
be treated with the extract of cinchona bark (quinine) and that amoebic dysentery 
could be treated with ipecacuanha root (emetine) (91, 100).  Only a few 
antibacterials, such as mercury, which was used to treat syphilis, were in use 
when the era of true chemotherapy began.   
It was in the early 1900's when Paul Ehrlich first hypothesized that dyes 
could be used as antimicrobial drugs, based on their differential affinities for 
3various tissues.  In 1904, Ehrlich and Shiga discovered that a red dye called 
trypanrot  was effective against trypanosomes (183).  It was around this time that 
arsenicals drew Ehrlich's interest.  Ehrlich, along with Sahachiro Hata in 1909, 
found that arsphenamine (named Salvarsan) was active against spirochetes and, 
therefore, was an effective cure for syphilis (100).   
The first truly effective class of antimicrobial drugs were the 
sulfonamides, discovered by Gerhard Domagk (73).  In 1932, two scientists at the 
Bayer company, Mietzsch and Klarer, synthesized Prontosil red, a red dye bound 
to a sulfonamide group.  Domagk (73) showed, in 1935, that infections in mice 
caused by hemolytic streptococci were cured by Prontosil red (91, 100).  
Unfortunately for Bayer, Prontosil red was shown to have no antibacterial activity 
in vitro. This lack of activity was explained by Tréfouël et al. (259) when they 
showed that Prontosil red is split in vivo into its component dye and 
sulfanilamide, the active antibacterial agent and a previously described molecule 
that was already in the public domain.  From that point, sulfanilamide was 
manufactured by a number of companies and work was begun to modify the 
molecule to enhance performance, leading to decreased side effects and a broader 
spectrum of action.   
Although penicillin was the first natural antibiotic to be discovered, the 
idea of using microorganisms therapeutically was not new.  Fungi had been used 
in poultices for many years, and by 1899, a product called pyocyanase, which was 
an extract from Pseudomonas aeruginosa, was used in the treatment of wounds 
(91).  Penicillin was first isolated from Penicillium notatum in 1928 by Alexander 
4Fleming (81), but he was unable to isolate and purify enough drug to be of any 
use.  By 1941, Ernst Chain, Howard Florey, and Norman Heatley had shown the 
therapeutic value of penicillin (49), but they were also unable to produce enough 
penicillin for commercial use.  Collaboration with Andrew Moyer and Robert 
Coghill (191) at the USDA's Northern Regional Research Laboratory in Illinois 
led to much higher production yields of penicillin by 1943.  After a worldwide 
search for Penicillium strains that could produce more penicillin, Raper and 
Fennel (219) found a strain of Penicillium chrysogenum on a moldy cantaloupe at 
a local market that was capable of even higher yields  of penicillin (70). 
A series of different antibiotics were quickly discovered after penicillin 
came into use.  In 1940, Selman Waksman began searching for antibiotic 
compounds produced by soil microorganisms (100).  In 1943, one of Waksman's 
students discovered streptomycin (234), leading to a flood of researchers combing 
the world for new drugs.  It was in this same period that Rene Dubos (117) 
discovered gramicidin, the first antibiotic active against gram-positive bacteria.  
Chlortetracycline, chloramphenicol, and others were discovered shortly thereafter 
(91).  Many discoveries were of drugs that were too toxic for human use, or that 
had already been discovered.  Nevertheless, this work did lead to many new drugs 
and within only 10 years, drugs comprising the major classes of antibiotics were 
found (100).  In addition to soil, many of these drugs were discovered by isolating 
the producing microorganisms from interesting and unusual sources.  For 
example, some antibiotic-producing bacteria were isolated from a wound 
5infection and others from sewage, a chicken's throat, and a wet patch of wall in 
Paris (91).   
In 1962, one of the later discoveries was a synthetic drug, nalidixic acid, 
the first of the quinolones to be described, and although not therapeutically 
important by itself, modification of nalidixic acid led to the production of the 
highly effective fluoroquinolones.  Members of this class, such as ciprofloxacin, 
norfloxacin, enrofloxacin, and ofloxacin, have become very important in the 
treatment of diseases in both humans and animals (183).  Since the 1960's, there 
have been few discoveries of new antibiotic drugs.  The drugs developed since 
have mostly been chemical modifications of existing drugs.  These modifications 
have been very useful in treating infectious diseases, leading to enhanced killing 
of pathogens, increased spectrum of action, reduced toxicity, and reduced side-
effects.  Unfortunately, since the 1970's, only one new class of antibiotics has 
been introduced (155) and a recent trend in antibiotic therapy has been to employ 
combinations of drugs with different mechanisms of action, in order to increase 
their effectiveness and to overcome the problem of drug resistance.   
 
History and scope of resistance 
 
There is evidence that although resistant microorganisms existed in nature 
before the use of antibiotics, such microorganisms were mostly absent from 
human flora (119).  However, in the intervening years, antibiotic resistant 
microorganisms have become frighteningly common.  Almost as soon as 
6antibiotics were discovered, researchers began to find microorganisms resistant to 
the new drugs.  Even by 1909, when Ehrlich first began to study dyes and 
arsenicals, he found drug resistant trypanosomes (100).  Resistant strains of 
Staphylococcus aureus in hospitals grew from less than 1% incidence, when 
penicillin first came into use, to 14% in 1946, to 38% in 1947, to more than 90% 
today (100).  Worldwide, ampicillin and penicillin resistance can be found 
together in more than 80% of S. aureus strains (199).  After World War II, 
sulfonamides were widely used to treat Shigella infections in Japan, but by 1952, 
only 20% of isolates were susceptible.  As the Japanese began to switch to 
tetracycline, chloramphenicol, and streptomycin, Shigella strains that were 
multiply-resistant quickly began to appear (80). Within 30 years of their 
discovery, sulfonamides ceased to be an effective treatment for meningococcal 
disease (199).  In the years since, reports of resistance have grown increasingly 
common, and pathogens that are resistant to almost all antibiotics have been 
found.  It has become painfully obvious that antibiotic resistance is reaching a 
crisis stage and some clinicians have even forecasted that we are facing a return to 
the devastating diseases of the pre-antibiotic era (25, 119, 155).   
In general, as stated above, resistance has been found in many organisms, 
but some pathogens are of particular recent concern.  These pathogenic organisms 
are becoming increasingly more common, especially with the greater frequency of 
travel worldwide and increase in the population of the elderly, both in the United 
States and in many of the developed countries worldwide.  Some specific 
7examples of microbial species that have developed  significant resistance are cited 
as follows. 
Enterococcus spp.: 
The enterococci are a group of gram-positive cocci that are part of the 
normal resident flora of both humans and some animals (179, 261).  They are 
generally not considered virulent; however, their intrinsic resistance to many 
antibiotics (including cephalosporins, penicillin, and aminoglycosides) has made 
them important opportunistic pathogens and one of the most common causes of 
nosocomial infections.  In fact, 12% of  nosocomial infections in the United States 
are caused by enterococci, with Enterococcus faecium and Enterococcus faecalis 
the most important and common species (261, 269).  Although the enterococci are 
opportunistic pathogens, they are a frequent cause of urinary tract infections, 
bacteremia, and endocarditis, all of which can be difficult to treat due to 
resistance.  Mortality rates in enterococcal bacteremia can reach 70% (179).   
The traditional method of treatment has been a combination of an 
aminoglycoside and ampicillin or a glycopeptide.  By the 1970's, only ampicillin 
and vancomycin (a glycopeptide) were effective treatment options in most cases 
(83).  As of 2000, high level resistance to ampicillin and aminoglycosides was 
common, leaving vancomycin as the treatment of last resort (128).  In one study 
in New York City, Frieden et al. (83) found that 98% of vancomycin resistant 
enterococci (VRE) infections were acquired nosocomially and 19% of these were 
resistant to all antibiotics.  Although vancomycin has been used in humans for 
more than 40 years, VRE were not generally considered a clinical problem until 
8recently.  The first report of VRE in the lab was in 1969, but the first clinical 
cases were not seen until 1986 in England, and in 1988 in New York City (28, 
83).  Since then, the frequency of VRE infections has vastly increased, becoming 
a major health problem.  Enterococcal glycopeptide resistance in intensive care 
units in the United States grew from 0.4% in 1989 to 16% in 1997.  Furthermore, 
from 1989 to 1993, there was a 20-fold increase in nosocomial VRE  infections 
(48, 141).  In 1998, it was reported that approximately 20% to 40% of 
enterococcal nosocomial infections were vancomycin resistant (140).  So far, in 
the United States, clinical VRE isolates have been mostly confined to the hospital 
setting, with no reports of community carriage (169).  In Europe, there have been 
many reports of community-acquired infections, with community carriage rates 
ranging from 2% in England to 28% in Belgium (28, 169).  This difference in 
source has so far been unexplained, but some attribute it to the use of 
glycopeptide antibiotics in food animals in Europe.  A recently approved drug for 
the treatment of VRE is the streptogramin combination of 
quinupristin/dalfopristin.  Although only approved since 1999, there have already 
been reports of sporadic resistance in human isolates and resistance is quite 
common on retail foods and in food animals (242).   
Staphylococcus spp.: 
The staphylococci are another group of gram positive cocci that are often 
associated with infections, especially nosocomial infections, and antibiotic 
resistance.  In the clinical setting, they are divided into two groups: the coagulase- 
positive and the coagulase-negative staphylococci.  The most important species of 
9the coagulase-negative staphylococci is Staphylococcus epidermidis. These are 
the most common of the skin microbiota and are generally believed to be simply 
opportunistic pathogens.   
In contrast, the most important pathogen of the staphylococci is 
Staphylococcus aureus. S. aureus is coagulase-positive and is commonly found 
on the skin and in the nasal passages of carriers.  S. aureus infections are often 
nosocomial or opportunistic and can cause pimples, furuncles, impetigo in 
newborns, pneumonia, endocarditis, and septicemia (149).  There are several 
virulence factors that determine the pathogenicity of S. aureus. These include 
several toxins that can cause such effects as toxic shock syndrome and food 
poisoning.   
Antibiotic resistance in staphylococci is very common and was observed 
very early in the antibiotic era.  When general use of penicillin began, nearly all 
staphylococcal isolates were susceptible when tested in the laboratory, but 
resistance to penicillin and other N-lactam antibiotics, including ampicillin, in 
hospitals began to appear almost immediately, so that by 1948, 59% of S. aureus 
strains isolated from patients in hospitals were resistant.  By 1950, the majority of 
the strains from most hospitals around the world were penicillin resistant (91).  
Although the first penicillin resistant S. aureus strains were generally only found  
in hospitals, the pathogen moved rapidly into the community.  Today, more than 
90% of S. aureus and between 50% and 70% of coagulase-negative staphylococci 
are resistant (100, 199).  In fact, in one recent community prevalence study of 
healthy young volunteers in Portugal, Sá-Leão et al. (231) found that 94% of 
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S. aureus strains were resistant either to penicillin alone, or to penicillin and 
erythromycin. 
Resistance to other antibiotics similarly appeared shortly after their 
introduction.  By 1953, staphylococcal resistance to streptomycin, tetracycline, 
chloramphenicol, and novobiocin had been reported.  Through the 1950s, a 
pandemic was caused by a particularly virulent and penicillin resistant strain of 
S. aureus called phage type 80/81.  After the discovery of penicillinase-resistant 
drugs such as methicillin, the pandemic was brought under control (224).  
Although these resistances were reported in separate strains and sometimes 
together in single, highly epidemic strains, it was believed that such resistances 
were rare and of little significance (91).  Even resistance to newer drugs, such as 
the fluoroquinolones and quinupristin/dalfopristin, was reported (100, 250).  In 
the early 1960s, S. aureus strains resistant to supposedly penicillinase-resistant 
N-lactam drugs, such as methicillin, began to appear in hospitals (91).  Methicillin 
resistant S. aureus (MRSA) quickly spread around the world and are now a major 
nosocomial pathogen.  In 2000, 47% of S. aureus and 75% of coagulase-negative 
staphylococcal isolates from intensive care units in the U.S., and 48% of hospital 
isolates in Portugal were methicillin resistant (231, 250).  Until recently, MRSA 
was mainly a hospital problem; however, there have been reports of community-
acquired infection in several countries.  MRSA among children in day-care 
centers, sports teams, and other groups have been reported, including several 
deaths (231).  Although community prevalence appears to be low (1%-2%), there 
is increasing concern over the threat of MRSA, since many strains are resistant 
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not only to methicillin, but to all antibiotics except the glycopeptides, making 
them very difficult to treat (100).   
Currently, the only available drug for treatment of MRSA infections is 
vancomycin.  In 1997, in Japan, vancomycin resistant S. aureus (VRSA) was first 
isolated (168).  This discovery was quickly followed by VRSA isolates in the U.S. 
and other countries (250).  The discovery of VRSA prompted fears that 
vancomycin resistance had come from VRE, especially after it was reported that 
the vancomycin resistance gene vanA could be transferred from E. faecalis to 
S. aureus in vitro (195).  For several years, no connection to VRE could be found 
(250), but as of 2004, strains of VRSA containing the vanA gene have been 
isolated from patients in the U.S. (227, 274). 
There has been some disagreement over the designation VRSA, as many 
of the strains that have been isolated do not meet the NCCLS standards for 
resistance.  Therefore, the term, vancomycin intermediate S. aureus (VISA), has 
come into use.  It is important to note, however, that even if VISA strains may not 
meet the criteria for resistance in vitro, infected patients frequently fail to respond 
to vancomycin, effectively indicating bacterial resistance (227, 230).  Although 
VRSA isolates, to this point in time, have been treatable by other antibiotics, it is 
easy to see the danger inherent in such resistant organisms, especially if one 
considers the possibility of transfer of the resistance to other bacterial species. 
Streptococcus spp.: 
Streptococcal infections are a major cause of disease around the world.  
The three main pathogens of concern are Streptococcus pneumoniae,
12
Streptococcus pyogenes, and Streptococcus agalactiae. S. pneumoniae, or
pneumococcus, is the leading cause of both meningitis and septicemia.  In 
addition, S. pneumoniae can cause pneumonia, sinusitis, otitis media, and other 
respiratory infections and is responsible for 40,000 deaths each year in the U.S. 
alone (127, 198).  In young children, the elderly, and immunosuppressed 
individuals, S. pneumoniae infections are particularly dangerous.  Pneumococcal 
infection is the main cause of the 5 million pneumonia deaths worldwide among 
children under age five (127). 
S. pyogenes also causes serious, sometimes fatal disease.  This species is 
the cause of scarlet fever, impetigo, otitis media, meningitis, puerperal fever, skin 
infections, and is the most common cause of bacterial pharyngitis.  More serious 
infections include streptococcal toxic shock syndrome and necrotizing fasciitis.  
S. pyogenes can also lead to post-infection complications, including rheumatic 
arthritis, rheumatic heart disease, and acute glomerulonephritis.  Furthermore, 
there may be an association between infection and Tourette's syndrome (60).    
S. agalactiae, also known as Group B streptococcus (GBS), was first 
recognized as an important cause of puerperal fever.  While it sometimes causes 
bacteremia, pneumonia, and tissue infections in adults (especially in those with 
diabetes or cancer), it is the leading cause of neonatal sepsis (18).  In the 1970s, 
the mortality rate of GBS among newborns was found to be 55% (72), prompting 
the medical community to seek an effective treatment.  The Centers for Disease 
Control and Prevention (CDC) has since issued guidelines directing that 
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intrapartum prophylaxis be given to mothers at high risk.  These measures have 
resulted in an attack rate of only 0.02% and a mortality rate of 5% (18, 72).   
By the time penicillin came into use, both S. pneumoniae and  S. pyogenes 
were commonly resistant to the sulfonamides.  Unlike in other organisms, 
penicillin resistance was very slow to develop and, at least until 1971, it was 
believed that neither organism was capable of developing resistance (91).  In 
1977, however, penicillin resistant strains of S. pneumoniae were isolated from 
fatal meningitis cases in South Africa (199).  Since then, resistance to penicillin 
has been on the rise throughout the world, reaching even to Iceland and New 
Guinea, with rates as high as 50% (168, 204).  In Europe, penicillin resistance 
rates of S. pneumoniae vary by country with Spain (40%) being the highest and 
the U.K. the lowest (4%).  Most countries have rates less than 10% (26).   
Resistance to other antibiotics has also developed in S. pneumoniae. Worldwide, 
there have been reports of streptococcal resistance to tetracycline, 
chloramphenicol, and erythromycin.  As in other organisms, antibiotic resistance 
generally follows the same pattern as antibiotic usage.  In Spain, chloramphenicol 
resistance occurred in 70% of hospital isolates in 1976, but decreased to 36% in 
1983 after the use of chloramphenicol in that country was reduced when serious 
side effects were revealed (26).   
Many strains have become multiply resistant and susceptible only to 
vancomycin (168).  In 1999, vancomycin tolerance was first reported in a clinical 
isolate of S. pneumoniae (198).  Since then, there have been reports of tolerant 
isolates in many countries, including Italy, Sweden, the U.S., and China (38, 110).  
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To date, there have been no reports of vancomycin resistance in S. pneumoniae,
however, vancomycin tolerance is a very important threat (38, 110, 204).  There 
are three notable concerns with vancomycin tolerance.  First, it is expected that 
tolerance will eventually result in full-blown resistance, as has occurred with 
VISA and VRSA (198).  Second, it is difficult to detect vancomycin tolerance in 
the laboratory using routine susceptibility tests, because such strains appear to be 
susceptible (38).  Third, and most critical, vancomycin tolerance generally leads 
to therapeutic failure, especially in cases of meningitis, which often have high 
mortality rates anyway (38).  One bright note is that there is a pneumococcal 
vaccine currently available that provides moderate protection from most strains 
causing infection.  Included among the strains against which the vaccine is 
effective are the majority of antibiotic resistant strains.  However, an improved 
vaccine is needed (127). 
 To date, S. pyogenes remains almost completely susceptible to penicillin, 
but resistance to other drugs, such as tetracycline and erythromycin, has been 
reported (40, 91).  Erythromycin resistance is increasing and has been associated 
with streptogramin resistance as well.  Erythromycin resistance rates in Italy 
reached as high as 31% by 1995 (40).  Penicillin tolerance has been reported in 
recent years, but it is relatively uncommon and treatment with amoxicillin and 
clavulanic acid or cephalosporins remains feasible (60).   
The treatment of choice for S. agalactiae infection remains penicillin, and 
resistance to this drug continues to be low.  However, resistances to several 
antibiotics have been reported.  Resistance to ampicillin, cefazolin, penicillin, and 
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vancomycin has been reported to be less than 2%, while clindamycin resistance is 
between 8% and 15%, and erythromycin resistance is between 16% and 19% (18, 
35, 212).    
Food and waterborne illnesses: 
The effect that food and waterborne diseases have had on world 
populations cannot be overstated.  Through history, millions of people have died, 
armies have faltered, and populations have been changed by diseases transmitted 
through food or water.  Today, gastrointestinal diseases continue to cause 
malnutrition and death in developing countries.  In the U.S. and other 
industrialized nations, while there are fewer deaths, many people are sickened 
each year by these diseases.  Some of the major food and waterborne bacterial 
pathogens are Campylobacter spp., Salmonella spp., Shigella spp., Vibrio spp., 
and Escherichia coli. These species cause disease around the world, and 
antibiotic resistance is an increasing problem in the treatment of the diseases 
they cause. 
The campylobacters are gram-negative, microaerophilic, rod-shaped 
bacteria that are frequently present in the gut of many animals, especially birds.  
They are also found in natural water sources and in many foods.  In fact, 
Campylobacter can be isolated from up to 98% of retail foods. The two most 
important pathogenic Campylobacter species are Campylobacter jejuni and 
Campylobacter coli (13).  Since the 1980s, campylobacters have been the most 
common cause of bacterial gastroenteritis in both the U.S. and the U.K. (13, 84).  
Although it is difficult to determine the actual number of cases, since many go 
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unreported, between 2.1 and 2.5 million cases of campylobacteriosis are believed 
to occur in the U.S. each year (13, 182).  Symptoms include diarrhea, cramping, 
and fever.  Complications such as bacteremia sometimes occur, and 
campylobacteriosis is also associated with post-infection diseases, i.e. Guillain-
Barre syndrome and Reiter syndrome (13).  Most outbreaks of campylobacteriosis 
are sporadic rather than epidemic, and many times the source goes 
unrecognized (84).   
Fortunately, Campylobacter infections are usually self limiting and 
antibiotic treatment is not always required.  However, in serious cases and 
especially in cases of Campylobacter bacteremia, treatment is advised, usually 
administration of erythromycin or fluoroquinolones.  Antibiotic resistance in 
campylobacters has increased drastically in recent years.  Fluoroquinolone 
resistance was first reported in the late 1980s, but since 1990, the incidence of 
resistance has increased.  For example, in the Netherlands, resistance went from 
11% in 1990, to 30% in 1991 (218).  In a study of U.S. troops in Thailand in 
1994, most isolates were resistant to ciprofloxacin (a fluoroquinolone) and 33% 
were resistant to azithromycin (an erythromycin derivative) (13). 
Salmonella spp. are gram-negative rods that inhabit the intestines of 
mammals, birds, and reptiles.  They are capable of surviving for long periods in 
water, soil, and food (17).  The two major diseases associated with Salmonella 
spp. are typhoid fever and salmonellosis.  Typhoid fever, caused by S. typhi, has 
characteristic features, namely, after an incubation period of two weeks, a high 
fever occurs, followed by headache and diarrhea.  Rather than multiplying in the 
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intestinal epithelium, S. typhi invades the phagocytes and spreads throughout the 
body.  The disease can lead to perforation of the intestinal wall, peritonitis, and 
septicemia and if any of these occurs, there is a high mortality rate (78).  
Although typhoid fever has decreased significantly in incidence in the developed 
world, 16.6 million cases occur annually worldwide, in developing countries 
predominantly, as well as 600,000 deaths (241).  In some parts of Asia, 30%-40% 
of hospital blood cultures are S. typhi (168).  Cases do occur in the U.S., but most 
of these are acquired during international travel. 
Salmonellosis caused by Salmonella species other than S. typhi, is usually 
a less severe illness.  It is often self-limiting and symptoms include diarrhea, 
fever, and abdominal cramps.  The most common sources of Salmonella 
infections are undercooked poultry or eggs and most cases go unreported.  It is 
estimated that in the U.S., there are 1.4 million cases of salmonellosis each year 
(17).  Due to the nature of the disease, antibiotics are usually not necessary for 
treatment; however, salmonellae can invade the bloodstream or other sites in the 
body and cause serious illness, requiring antibiotic treatment.  Ampicillin and 
chloramphenicol have historically been the main treatments for Salmonella 
infections (241).  Since 1988, though, ciprofloxacin has been the most prescribed 
drug for these infections (17).   
Multiple drug resistance in non-typhoidal Salmonella infections was 
common by the end of the 1960s and has increased drastically since then.  There 
have been several outbreaks of multiply resistant S. typhimurium associated with 
cattle and poultry (254).  In 1988 in England, a multiply resistant S. typhimurium 
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strain, DT104, was first isolated.  During the following decade, 90% of human 
DT104 isolates were found to be multiply resistant, i.e. ampicillin, 
chloramphenicol, streptomycin, sulfonamides, and tetracycline resistant.  This 
strain has since spread through Europe, the U.S. and many other parts of the 
world.  From 1997 to the present, resistance to trimethoprim and fluoroquinolones 
has appeared in DT104 isolates (140, 254).  Since 1986, there has been an 
increasing number of reports of multiply resistant S. typhi throughout the world.  
In Mexico, chloramphenicol resistance first appeared, followed by resistance to 
ampicillin, streptomycin, sulfonamides, and tetracycline.  Fluoroquinolone 
resistance has also been reported in S. typhi in developed countries (239).  
Ominously, many DT104 isolates resistant to ampicillin, chloramphenicol, 
streptomycin, sulfonamides and tetracycline are now exhibiting decreased 
susceptibility to fluoroquinolones (17). 
Shigella spp. are gram-negative rods that are very similar to species of the 
genus Escherichia. Four species of  Shigella, S. flexneri, S. sonnei, 
S. dysenteriae, and S. boydii, are pathogenic.  In the U.S., most shigellosis is 
caused by S. sonnei, but around the world, S. flexneri is the most common.  
Shigellae are capable of surviving the acidity of the stomach, and consequently, 
the infectious dose is low (129).   Invasion and tissue destruction in the intestinal 
epithelial layer leads to watery diarrhea, then bloody, mucoid diarrhea, as well as 
cramps and fever.  Usually, shigellosis is limited to gastrointestinal illness, but it 
can progress to bacteremia.  S. dysenteriae is often the culprit in serious cases and 
can have a mortality rate of 20% (23).  Throughout the world, 165 million cases 
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of shigellosis occur each year, almost all of which are in developing countries.  
However, 20-30 thousand cases occur in the U.S. annually.  Around the world, 
shigellosis is the cause of 1.1 million deaths and 69% of the cases are in children 
under age five (129).  Transmission is by the oral-fecal route and in developing 
countries is attributed to poor sanitation and lack of clean water.    
Antibiotics are useful in treatment of shigellosis since they reduce the 
length of time of the symptoms, as well as bacterial shedding, but antibiotic 
treatment is necessary in cases of bacteremia and severe diarrhea.  Early antibiotic 
resistance was detected in Japan, where dysentery caused by Shigella infection 
was a large problem.  By 1950, 80%-90% of Shigella isolates were resistant to 
sulfonamides, and by 1965, resistance to tetracycline, chloramphenicol, and 
streptomycin had been reported (183).   Since then, resistance continues to 
increase.  In Israel, the incidence of resistance to ampicillin is currently 85% and 
to trimethoprim-sulfamethoxazole, 94%, with resistance to tetracycline increasing 
from 23% in 1992 to 87% by 2000 (23).  Ciprofloxacin resistance has also been 
reported (23).   
Escherichia coli is a very common gram-negative rod normally found in 
the intestinal tract of mammals.  Not all strains are pathogenic, but those that are 
can cause sepsis, urinary-tract infections, meningitis, and gastroenteritis.  Most 
gastroenteritis caused by E. coli is self-limiting and requires no antibiotic 
treatment.  However, other diseases caused by E. coli, cited above, and E. coli 
enterohemorrhagic gastroenteritis are serious and do require antibiotic treatment.   
20
As in the case of the microorganisms discussed above, antibiotic 
resistance is on the rise in E. coli. O'Brien et al. (199) reported an incidence for 
sulfonamide resistance of between 21% and 85%, ampicillin resistance between 
17% and 72%, tetracycline resistance between 24% and 60%, and trimethoprim 
resistance between 1% and 4%.  Resistance to fluoroquinolones was rare for 
many years, but since the early 1990s, this to, has been on the rise.  In one study 
in Spain, the incidence of resistance was shown to have reached 22% and more 
than a third of those isolates were resistant to three or more other antibiotics (90).  
In Taiwan, 11.3% of isolates are reported to be fluoroquinolone resistant and 
21.7% with reduced susceptibility.  Not surprisingly, it is believed that reduced 
susceptibility will lead to increased incidence in resistance (171).   
Other pathogens: 
There are many other antibiotic resistant microbial pathogens that have 
emerged in recent years.  Neisseria gonorrhoea, the causative agent of gonorrhea, 
is highly resistant to antibiotics in many countries of the world.  In Southeast 
Asia, many strains are fluoroquinolone resistant, and in Thailand, almost all 
strains are penicillin and tetracycline resistant (168).  Resistance and reduced 
susceptibility to penicillin are common in both Europe and the U.S., and this 
phenomenon has led to a change in the recommended treatment (100).  As the 
number of HIV infected persons has increased, tuberculosis has re-emerged as a 
serious problem, and multi-drug resistance in Mycobacterium tuberculosis is on 
the rise.  Even Yersinia pestis, the causative agent of plague, is acquiring 
antibiotic resistance.  An isolate in Madagascar, obtained from an infected boy, 
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was found to contain a plasmid with resistance to ampicillin, chloramphenicol, 
kanamycin, streptomycin, sulfonamide, and tetracycline (168).  Although many 
scientists who were working in the beginning of the antibiotic era were 
unconcerned and almost cavalier about microbial resistance to antibiotics, no one 
can deny that resistance is a major public health threat worldwide. 
 
Mechanisms of antibiotic action and resistance 
There are several major classes of antibiotics that can be categorized based 
on their mode of antibacterial action.  In general, antibiotics can be defined as 
those that inhibit cell wall synthesis, those that inhibit protein synthesis, and those 
that inhibit nucleic acid synthesis.  See table 1 for a summary of the major 
antibiotic classes.  The selective toxicity of antibiotics lies in the differences in 
cellular structures between eukaryotic and prokaryotic cells.  However, 
differences in cellular structure among bacterial species can lead to resistance to 
certain antibiotics.   
The definition of bacteria as resistant or susceptible is critical for 
clinicians.  It is also very important to note the difference between intrinsic and 
acquired resistance to an antibiotic.  Intrinsic resistance can best be described as 
resistance of an entire species to an antibiotic, based on inherent (and inherited) 
characteristics requiring no genetic alteration.  This is usually due to the absence 
of a target for the action of a given antibiotic or the inability of a specific drug to 
reach its target.  For example, mycoplasmas are always resistant to N-lactam 
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antibiotics since they lack peptidoglycan (which the N-lactams act upon).  
Similarly, the outer membrane of gram negative cells can prevent an antibiotic 
from reaching its target.  For example, Pseudomonas aeruginosa exhibits high 
intrinsic resistance to many antibiotics due to its drug efflux pumps and restricted 
outer membrane permeability. 
Acquired resistance can arise either through mutation or horizontal gene 
transfer.  Presence of the antibiotic in question leads to selection for resistant 
organisms, thereby shifting the population towards resistance.  The major 
mechanisms of acquired resistance are the ability of the microorganisms to 
destroy or modify the drug, alter the drug target, reduce uptake or increase efflux 
of the drug, and replace the metabolic step targeted by the drug.   
 
Inhibitors of Cell Wall Synthesis: 
There are two major groups of cell wall synthesis inhibitors, the N-lactams and the 
glycopeptides.  As bacterial cell walls are wholly unlike the membranes of 
eukaryotes, they are an obvious target for selectively toxic antibiotics.  The 
N-lactams include the penicillins, cephalosporins, and the carbapenems.  These 
agents bind to the penicillin binding proteins (PBP's) that cross-link strands of 
peptidoglycan in the cell wall.  In gram negative cells, this leads to the formation 
of fragile spheroplasts that are easily ruptured.  In gram positive cells, autolysis is 
triggered by the release of lipoteichoic acid (100).
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Table 1. Major Classes and Examples of Antibiotics
Inhibitors of:
+-lactams Glycopeptides
Penicillins Vancomycin
Cephalosporins
Cell Wall
Synthesis
Carbapenems
Avoparcin
Aminoglycosides Chloramphenicol Tetracyclines Macrolides Streptogramins
Streptomycin Erythromycin Virginiamycin
Neomycin Azythromycin Quinupristin-
Dalfopristin
Kanamycin
Protein
Synthesis
Gentamicin
Clarithromycin Pristinamycin
Sulfonamides
(diaminopyrimidines)
Quinolones
Sulfamethoxazole-
trimethoprim
Ciprofloxacin
Nucleic
Acid
Synthesis
Norfloxacin
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The mechanism of N-lactam resistance is via the action of the 
N-lactamases.  These enzymes catalyze hydrolysis of the N-lactam ring and, 
thereby, inactivate these antibiotics.  Many bacteria contain chromosomally 
encoded N-lactamases necessary for cell wall production and it is only through 
over-production of these enzymes that resistance occurs (100).  N-lactamases 
encoded on plasmids or other transmissible elements can lead to such over-
production and, therefore, to resistance (197).  There are also some bacteria that 
possess altered PBP's that result in reduced penicillin binding (100).   
Since the discovery of penicillin and resistant bacteria, various new 
versions of the N-lactams have been used that have different spectrums of activity 
and different susceptibility to N-lactamases.  Since the 1970s, several compounds, 
such as clavulanic acid, have been discovered that have the ability to bind  
irreversibly to N-lactamases and, thereby, inhibit their action.  Combinations of 
these compounds with N-lactam drugs have been very successful in treatment of 
disease (42). 
 
The glycopeptides are a group of antibiotics that include vancomycin, 
avoparcin, and others that bind to acyl-D-alanyl-D-alanine.  Binding of this 
compound prevents the addition of new subunits to the growing peptidoglycan 
cell wall.  These drugs are large molecules that are excluded from gram negative 
cells by the outer membrane, thus limiting their action to gram positive 
organisms.   
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Glycopeptide resistance was long thought to be rare, but has recently been 
shown to be quite common (42).  Resistance in enterococci has developed through 
newly discovered enzymes that use D-alanyl-D-lactate in place of acyl-D-alanyl-D-
alanine, allowing cell wall synthesis to continue.  Other mechanisms of resistance 
involve the over-production of peptidoglycan precursors which overwhelm the 
drug (100). 
 
Inhibitors of protein synthesis: 
There are many types of antibiotics that inhibit bacterial protein synthesis.  
These drugs take advantage of structural differences between bacterial ribosomes 
and eukaryotic ribosomes 
 
The aminoglycoside antibiotics are a group whose mechanism of action is 
not completely understood.  The three major groups of aminoglycosides are the 
streptomycins, neomycins, and kanamycins.  These drugs enter bacterial cells by 
an active transport that involves quinones that are absent in anaerobes and 
streptococci, thus excluding these organisms from the spectrum of action.  
Streptomycins act by binding to the 30S ribosomal subunit.  Kanamycins and 
neomycins bind to both the 50S subunit and to a site on the 30S subunit different 
from that of streptomycin (100).  Activity involving initiation complexes and cell 
membrane proteins that contribute to cell death plays a role in the action of these 
antibiotics, but this is poorly understood (42, 100). 
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There are three mechanisms of aminoglycoside resistance that have been 
identified to date.  The first involves only streptomycin.  Since streptomycin binds 
to one particular protein on the ribosome, alteration of this protein, even by a 
single amino acid in its structure, confers high-level resistance to the drug (42).  
The other mechanisms involve decreased uptake of the antibiotic and in one of 
these the cell membrane is altered, preventing active transport of the drug.  In the 
other, one of many enzymes alters the antibiotic as it enters the cell, causing a 
block in further active transport (42).   
 
Chloramphenicol is a broad-spectrum antibiotic that, although naturally 
occurring, is produced by chemical synthesis.  Chloramphenicol inhibits peptide 
bond formation on 70S ribosomes (42).  This drug is especially useful in that it 
can penetrate eukaryotic cells and cerebrospinal fluid, making it a drug of choice 
for treatment of meningitis and intracellular bacterial infections such as those 
caused by chlamydia.  It is not in widespread use, however, because of potentially 
fatal side-effects, namely, aplastic anemia (100).   
Resistance to chloramphenicol is conferred by the enzyme 
chloramphenicol acetyl-transferase.  A number of these enzymes have been 
discovered, each altering the chloramphenicol molecule to prevent binding to the 
bacterial ribosome.  Chloramphenicol resistance in gram negative cells can also 
arise from alteration in outer membrane permeability that prevents the drug from 
entering the cell (42). 
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The tetracyclines are another group of broad-spectrum antibiotics that 
inhibit bacterial protein synthesis.  They are brought into the cell by active 
transport and, once there, bind to the 30S subunit to prevent binding of aminoacyl 
tRNA (223).   
Resistance to the tetracyclines occurs via three mechanisms.  First, 
production of a membrane efflux pump removes the drug as rapidly as it enters 
and there are several genes encoding these pumps.  Second, several ribosome 
protection proteins act to prevent tetracycline from binding to the ribosome, thus 
conferring resistance.  Third, a protein found only in Bacteroides spp., 
enzymatically inactivates tetracycline (223).  Interestingly, efflux pump inhibitors 
have recently been discovered that may allow combinations of these inhibitors 
and tetracyclines to be used against previously resistant strains (55).   
 
The macrolides are a group of antibiotics commonly used to treat gram 
positive and intracellular bacterial pathogens.  Erythromycin was the first of 
these, and several other important macrolides have been discovered since, 
including clarithromycin and azithromycin.  Azithromycin has a longer plasma 
half-life which allows treatment with a single dose for some pathogens or a once 
daily dose for others.  Clarithromycin has enhanced absorption and causes less 
gastrointestinal discomfort (92).  It was originally believed that erythromycin 
inhibited protein synthesis by competing with amino acids for ribosomal binding 
sites, but newer research shows several mechanisms are involved (91).  The 
macrolides are now believed to promote dissociation of tRNA from the ribosome, 
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inhibit peptide bond formation, inhibit ribosome assembly, and prevent amino 
acid chain elongation (92).   
There are two major mechanisms of macrolide resistance.  First, an efflux 
pump has been found that removes the drug from the cell.  Second, modification 
of the ribosome can confer resistance.  Mutations at several sites of the ribosome 
can allosterically prevent macrolide binding and a common alteration is 
dimethylation of  one nucleotide on the 23S rRNA.  This dimethylation not only 
prevents macrolide binding, but also confers resistance to lincosamide and 
streptogramin antibiotics (92). 
 
The streptogramins are another class of antibiotic that inhibits bacterial 
protein synthesis, mostly in gram positive organisms (due to decreased 
permeability of the gram negative outer membrane).  These antibiotics are 
actually combinations of structurally different drugs, types A and B, that act 
synergistically.  These compounds bind to separate sites on the 50S subunit.  Type 
A drugs block attachment of substrates at two sites on the 50S subunit, whereas 
type B drugs cause release of incomplete protein chains.  The synergistic effect 
arises from a conformational change induced by the binding of a type A drug 
which significantly increases affinity of type B drugs (133).  Streptogramins 
currently in use include virginiamycin, pristinamycin, and 
quinupristin/dalfopristin. 
Resistance to streptogramin antibiotics can be found in several forms.  
Efflux pumps for both type A and B streptogramins have been identified.  Type A 
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streptogramins can be inactivated by one of the virginiamycin acetyl-transferases, 
and several enzymes have been identified that can inactivate type B 
streptogramins.  Alteration of bacterial ribosomal proteins or RNA can also confer 
resistance.  A common mutation is the dimethylation of one nucleotide on the 23S 
rRNA, mentioned previously, that gives rise to resistance to type B drugs, as well 
as macrolides and lincosamides (133). 
 
Inhibitors of nucleic acid synthesis:   
The sulfonamides and the diaminopyrimidines should be discussed 
together, in that both only indirectly inhibit nucleic acid synthesis by inhibiting 
folate synthesis.  Folate is a coenzyme necessary for the synthesis of purines and 
pyrimidines.  Although both types of drugs are useful on their own, they exhibit a 
synergistic effect when combined.  Sulfonamides are currently not used 
commonly in medicine, but the combination drug trimethoprim-sulfamethoxazole 
is sometimes used in the treatment of urinary tract infections.  Sulfonamides serve 
as an analog of p-aminobenzoic acid.  Therefore, they competitively inhibit an 
early step in folate synthesis.  Diaminopyrimidines, of which trimethoprim is the 
most common, inhibit dihydrofolate reductase, the enzyme that catalyzes the final 
step in folate synthesis (100).   
There are several resistance mechanisms microorganisms employ against 
each of the anti-folate drugs.  For example, sulfonamides are rendered ineffective 
by over-production of p-aminobenzoic acid or production of an altered 
dihydropteroate synthetase.  The substrate for dihydropteroate synthetase is 
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p-aminobenzoic acid, and the altered form has a much lower affinity for 
sulfonamides than for p-aminobenzoic acid (253).  Trimethoprim resistance can 
also result from several mechanisms, e.g., over-production of dihydrofolate 
reductase or production of an altered, drug-resistant form can lead to resistance 
(42).  In addition, both drugs can be enzymatically inactivated, resulting in 
resistance (253).   
 
The quinolones are a chemically varied class of broad-spectrum antibiotics 
widely used to treat many diseases, including gonorrhea and anthrax.  Drugs in 
this class include nalidixic acid, norfloxacin, and ciprofloxacin.  These drugs are 
commonly used and, worldwide, more ciprofloxacin is consumed than any other 
antibacterial agent (6).  Quinolones inhibit bacterial growth by acting on DNA 
gyrase and topoisomerase IV, which are necessary for correct functioning of 
supercoiled DNA (100).  Although quinolones target both enzymes, in gram 
negative organisms the primary target is DNA gyrase and, in gram positive 
organisms, the primary target is topoisomerase IV (228). 
There are three main mechanisms of resistance to quinolones.  Resistance 
to some quinolones occurs with decreased expression of membrane porins.  
Cross-resistance to other drugs requiring these porins for activity also results from 
these changes.  A second mechanism of resistance is expression of efflux pumps 
in both gram negative and gram positive organisms (197) and the third is 
alteration of the target enzymes.  Several mutations have been described in both 
quinolone target proteins that result in reduced binding affinities (228).  It is 
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believed that high-level quinolone resistance is brought about by a series of 
successive mutations in the target genes, rather than a single mutation (197). 
 
Sources of Resistance in the Environment 
Concern over resistance was originally confined to acquisition of 
resistance by microorganisms which cause epidemic disease and was an issue 
only with respect to clinically isolated strains.  However, in recent years, 
antibiotic resistant bacteria have been isolated from virtually every environment 
on earth.  This came as a surprise to many clinicians, because resistance was 
found in regions never exposed to human impacts.  Even as awareness of 
environmental resistance has increased, many investigators have continued to 
restrict their concern to only those pathogens that survive in the environment.  It 
was believed that they posed a danger to humans only if the disease they caused 
involved resistance to antibiotics. For many years, the focus of research on 
resistance in the environment reflected this viewpoint.  However, we now know 
that resistance genes can be spread far wider than once believed and a pool of 
resistance is developing in non-pathogenic organisms found in humans, animals, 
and the environment.  These non-pathogenic organisms serve as a source from 
which pathogens can acquire genes conferring resistance, and in turn, they can 
become resistant by acquiring genes from pathogens discharged into the 
environment, e.g. via sewage or agricultural runoff.  Thus, dissemination of 
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resistant bacteria is not only a problem of the resistant pathogens themselves, but 
also availability of resistance genes to pathogens via gene transfer.   
 
Although resistant organisms can be found naturally in the environment, 
most resistance is associated with man-made impacts of some type, either 
agricultural or direct human impact.  Antibiotic use in humans can lead to 
resistance in the environment via discharge of domestic sewage, hospital 
wastewater, and/or industrial pollution.  In addition to use in humans, antibiotics 
are added to animal feed to treat infections, as prophylactics, and in sub-
therapeutic doses as growth promoters.  Although no definitive numbers are 
available, some authors have published estimates and, by 1980, almost half of the 
antimicrobial agents used in the United States were used in animal feed (75).  In 
Denmark in 1994, a total of only 24 kg of vancomycin was used to treat infections 
in humans versus 24,000 kg for animals (275).  According to Levy (151), in 1998 
in the U.S., half of the 50 million pounds of antibiotics produced were used for 
agricultural applications.  There are a variety of positive effects from using 
antibiotics in animal feed, namely, inhibition of harmful gut flora which leads to 
increased growth rates and decreased mortality.  This has allowed more 
concentrated farming and an estimated $3.5 billion savings in production costs per 
year in the United States alone (75).  However, the practice has resulted in 
selection of antibiotic resistant organisms in the guts of food animals.  From there, 
these organisms enter the human food chain via contamination during 
slaughtering, or the environment via waste discharge.  Resistance has been found 
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to follow closely the use of any given antibiotic (1).  Although some investigators 
dispute any danger being posed by selection of resistant flora within the guts of 
animals, there is no doubt that such antibiotic use leads to higher concentrations 
of resistant pathogens and non-pathogens, as well as resistance genes, throughout 
the farm environment and nearby environments affected via runoff from farms.  
As will be discussed later, once resistant organisms are spread into the 
environment, they pose a health risk if they colonize or spread resistance genes to 
bacteria that colonize humans. 
 
Agricultural impacts 
 
Poultry production: 
The poultry industry has become one of the largest livestock industries 
throughout the world, with a 44% production increase in the U.S. between 1982 
and 1994 (273).  In 1991, 600 billion eggs and 40 million tons of poultry meat 
were produced globally (273).  The same year, the U.S. alone produced 68 billion 
eggs and 6.1 billion broiler chickens (243).   
Antibiotics are used heavily throughout the poultry production process.  
Although antibiotic use statistics are difficult to obtain for the poultry production 
industry, one early study reported that 80% of poultry raised in the U.S. have been 
fed antibiotics (75).  Though many classes of antibiotics are used, 
fluoroquinolones, avoparcin, and virginiamycin are of particular concern, since 
resistance to these drugs is associated with resistance the human therapeutic drugs 
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ciprofloxacin, vancomycin, and quinupristin/dalfopristin, respectively.  
Enrofloxacin has been frequently used in the first week of life of chickens to 
alleviate disease arising from contamination during vaccination and in the third 
and fourth week to prevent respiratory infections, primarily those caused by 
E. coli (123) and avoparcin has been used as a growth promoter (144).  Although 
some of these antibiotics are no longer employed for these applications, others 
remain in use, and the resulting resistant organisms have been discharged into the 
environment for many years.   
The use of antibiotics in poultry leads to resistant organisms within the 
chickens themselves and throughout the production environment.  Resistant 
strains of many organisms, including Staphylococcus, Streptococcus, Clostridium,
Pseudomonas, and Aeromonas, have been isolated from these sources (137).   
Many surveillance studies have been done to measure prevalence of resistance in 
organisms of concern.   
Resistant E. coli are frequently isolated from live chickens and strains with 
multiple resistance to tetracycline, streptomycin, sulfonamides, gentamicin, 
fluoroquinolones, and virtually all other antibiotics, have been isolated (27, 34).  
Even after discontinuing an antibiotic, resistance persists.  In the 1970s, an 
experimental group of  chickens was given oxytetracycline and compared to a 
control group.  In 12 weeks, 70% of the E. coli isolates in the experimental group 
were resistant to more than two antibiotics, including streptomycin and 
ampicillin (151). 
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Campylobacter spp. are also of particular concern since colonization rates 
in chickens have ranged from 50% to 100%.  A longitudinal study carried out in 
Denmark showed prevalence on two farms to be 56% and 91% (124).  In 1998, 
Hein et al. (108) reported a prevalence of 45%.  Fluoroquinolones are most often 
used to treat campylobacteriosis and resistance to quinolones in Campylobacter 
spp. has increased greatly in the last 20 years.  In Austria, 50% of Campylobacter 
isolates from poultry were resistant to ciprofloxacin (108).  In The Netherlands, a 
1997 study found quinolone resistance in 29% of campylobacters from live 
poultry (124).    
Salmonella spp. are another important pathogen found in live chickens and 
antibiotic resistance in these species is on the rise.  In 1996, in Spain, 62% of 
isolates were resistant to at least one antibiotic and, in 2000, 82% were resistant 
(260).  In Denmark, in 1999, quinolone resistance was approximately 
26.5% (276). 
One of the most recent threats is resistance in Enterococcus spp. isolated 
from poultry.  Avoparcin has been used extensively throughout the world by 
poultry farmers and we now know that resistance to avoparcin also confers 
resistance to vancomycin.  Large numbers of VRE have been found in poultry, 
leading to the banning of avoparcin in animal production by several countries.  In 
a study conducted from 1995 to 1997, VRE were found in 30% of broiler 
carcasses (144).  After the ban of avoparcin, resistance decreased.  For example, 
in Denmark, a decline in VRE in chickens occurred from 80% to 5% (24).  A new 
drug, quinupristin/dalfopristin, has come into use against human VRE infections.  
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Although quinupristin/dalfopristin has never been approved for poultry use, 
isolates resistant to it have been obtained from broiler carcasses.  
Quinupristin/dalfopristin is an analog of virginiamycin which has been in 
agricultural use as a growth promoter for many years.  In a 2000 German study of 
turkey manure and broiler chicken carcasses, all of the manure isolates and 46% 
of chicken carcasses were positive for quinupristin/dalfopristin resistance.  In 
addition, resistance to other antibiotics in carcass isolates were 100% for 
erythromycin, 90% for oxytetracycline, 50% for ciprofloxacin, 20% for 
chloramphenicol, 20% for streptomycin, 5% for vancomycin, and 5% for 
ampicillin (271).  In an American study of poultry, quinupristin/dalfopristin 
resistant Enterococcus faecium was isolated from 77% of litter and transport 
containers sampled and 51.2% of cloacal swabs (107).  In a Michigan study of 
turkeys, virginiamycin resistance in E. faecium was as high as 100% (270). 
With the increase in poultry production, management of poultry waste is a 
serious problem.  In 1990, 408 million kg of manure were produced by broiler 
chickens in Maryland alone (187).  The components of poultry waste have been 
well studied, showing nitrogen and phosphorus content to be higher than in most 
animal manures (243).  Heavy metals, such as arsenic, copper, iron, selenium, and 
zinc, are often added to poultry feed to improve weight gain and to prevent 
disease (186).  Since most of the metals are not absorbed, they pass through the 
bird and are excreted with the waste (186).  In one study, Morrison (189) found 
arsenic levels of 15-30 ppm in the litter of chickens treated with the arsenic drug 
roxarsone.  Concentrations of metals in litter can range greatly, between 11 mg/kg 
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of lead and 1000 mg/kg of iron, and are directly related to the metal content of the 
feed (186, 187, 243).  Kunkle et al. (146) has shown that levels of metals in 
poultry feed are concentrated by at least 2.75 to 3.25 times in the litter.   
In addition to heavy metals, poultry manure contains large numbers of 
microorganisms, including Salmonella spp., Streptococcus spp., Staphylococcus 
spp., E. coli, P. aeruginosa, A. hydrophila, C. jejuni, and others (137).  Viable 
plate counts from fresh manure have ranged from 108 to 1011 CFU/g dry waste 
(243).  Numbers are high even in litter stored for more than three months (196).  
Nodar et al. (196) reported that aerobic heterotrophic bacteria counts averaged 
1.1x106 cells/g dry waste and total viable microorganisms were 6.3x107 cells/g 
dry waste over the course of a 14 week study.  In another study, Kelly et al. (137) 
showed that, although storage for four months resulted in significant declines in 
bacterial populations, Yersinia, Aeromonas, Campylobacter, Pseudomonas, and 
fecal coliforms could still be isolated.  
Many of these isolates from poultry manure are antibiotic and heavy metal 
resistant.  As in live chickens, resistance to virtually all classes of antibiotics can 
be found, and resistance to those antibiotics used as growth promoters is common.  
In feces from broiler farms, studies have shown resistance to ampicillin, 
chloramphenicol, clindamycin, erythromycin, streptomycin, tetracycline, and 
virginiamycin, ranging from 2% to 94.8%.  Tetracycline and erythromycin were 
highest at 94.8% and 89.7% respectively (280) with large percentages of these 
organisms resistant to multiple antibiotics. 
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The most common method of utilization of poultry waste is land 
application as manure.  It has been estimated that greater than 90% of the poultry 
manure generated in the U.S. is applied to agricultural lands as fertilizer, mainly 
(187).  Runoff from manure application is increasingly being recognized as a 
serious environmental problem.  Concentrated animal feeding operations impair 
more miles of river than the pollutants of all other industry sources and municipal 
sewers combined (273).   
Microorganisms, heavy metals, and antibiotic residues can be found in 
runoff from poultry manure.  The type of soil, rainfall amount, and method of 
manure application have a large impact on the fate of bacteria in manure applied 
to land.  Runoff was found to contain large numbers of bacteria after rainfall 
events (109).  In studies of soil cores, E. coli 0157:H7 as well as other E. coli 
strains isolated from poultry litter were found to remain viable (culturable), 
moving through the soil column.  The organisms continued to leach from several 
types of soil during rainfall events for more than two months (85, 176).  Giddens 
and Barnett (94) reported that total coliforms were a good indicator of pollution 
from poultry litter.  They showed that higher application rates of litter led to 
higher coliform counts and that rainfall led to increased runoff.  They also showed 
that if runoff was directed over grassed waterways, coliform numbers were 
reduced, although levels still exceeded water quality standards.  Other studies 
have also shown that coliform water quality standards are often exceeded, 
regardless of management practices (29).   The organisms in runoff may be 
associated with increased antibiotic resistance in the aquatic environment. 
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Swine Production: 
Pigs are grown in confinement much like poultry, and both pneumonia and 
diarrhea are common problems.  Most pigs are given antibiotics through their feed 
for growth promotion or disease prevention.  In such instances, tylosin, 
sulfonamides, and tetracyclines are the most commonly used antibiotics, but other 
drugs are also employed (174).  Most reports on antibiotic resistance in isolates 
from swine involve Enterococcus spp.  In 1998 and 1999 in Belgium, 82% of 
swine samples yielded E. faecium isolates resistant to tylosin and 97% resistant to 
oxytetracycline (44).  Quinupristin/dalfopristin resistant enterococcal isolates 
were found in all pig manure samples in a German study and enterococcal 
resistance to other drugs was 100% for erythromycin, 100% for tetracycline, 
28.6% for ciprofloxacin, 4% for vancomycin, and 61.9% for streptomycin (271).  
In American swine farms, multiply resistant E. coli are common, even on farms 
with low antibiotic use.  For example 17% of isolates from high antibiotic use 
farms and 5% of sows from low antibiotic use farms had single resistance to 
tetracycline.  At the same farms, multiple resistance was found in 81.7% and 
79.3% of isolates, respectively (166).   
Rising resistance in the 1990s led several European countries to ban 
several antibiotics as growth promoters.  Beginning in 1995, Denmark banned 
avoparcin (24), then in 1998, virginiamycin (4).  By 1999, Danish food producers 
voluntarily stopped use of all growth promoters (4).  Similar bans have gone into 
effect throughout the European Union (2), leading to several studies to gauge the 
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impact on antibiotic resistance.  The results showed that in Denmark, 80% of E. 
faecium isolates from pigs were resistant to erythromycin in 1995, peaking at 
93.1% in 1996, but decreasing to 46.7% in 2000.  A similar decrease was 
observed in virginiamycin resistance, i.e., from 60% in 1995 to 22.5% in 2000.  
Vancomycin resistance was 20% in 1995 and dropped to just 6% in 2000 (4).  A 
study of Swiss pig farms involved comparison of enterococcal isolates just before 
the 1999 ban of growth promoters to several months after the ban.  Erythromycin 
resistance went from 96% to 34%, tetracycline resistance from 79% to 45%, and 
streptomycin resistance from 18% to 3% (36).  However, vancomycin resistance 
increased from 2% to 3% (36).  The lack of decrease in vancomycin resistance is 
not surprising since vancomycin was banned earlier, in 1997.  Yet, it is interesting 
that resistance was still detectible even after two years without vancomycin usage.   
As with poultry manure, swine manure is disposed of by application to 
farmland, a method that places large numbers of organisms, which may be 
antibiotic resistant, into the environment.  This was illustrated by  Sengelov et al. 
(240) in 2003, in a study to monitor the effects of application of pig manure to 
farmland.  The authors found the starting concentration of tetracycline resistant 
bacteria in the manure was 8.75 x 107 cells per milliliter and, after initial manure 
application, the levels of tetracycline resistant bacteria decreased until they 
matched the levels in control plots, five months later.  The authors also measured 
streptomycin and erythromycin resistance.  Even though neither drug had been 
used on any of the farms, the manure contained 1.6 x 106 erythromycin resistant 
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bacterial cells per milliliter and  between 2.3 x 107 and 4.6 x 107 streptomycin 
resistant bacterial cells per milliliter (240).   
 
Cattle Production: 
Antibiotics are used in cattle production in much the same way as in 
poultry and swine production.  The chief difference is in the concentration of 
waste from a pasture versus a chicken house but the same issues with resistance 
arise.  Cattle production includes beef, veal, and dairy cows with beef cows 
generally shipped to feedlots and kept in large groups.  Antibiotics are 
administered individually or to groups of animals via food and water to achieve 
growth promotion or to prevent diseases, i.e., pneumonia and diarrhea (174).  In 
1999, 83% of feedlots dispensed at least one antibiotic in food or water;  these 
included virginiamycin, tetracycline, tylosin, and neomycin (174).  In 1999, 90% 
of veal calves and 60% of beef cows were estimated to have been fed antibiotics 
(174).  Dairy calves are also housed in groups and are often administered 
antibiotics, including penicillin, cephalosporin, erythromycin, and tetracycline.  
Although these antibiotics are not usually administered in feed, most cows are 
routinely treated with antibiotics applied to the udder to prevent mastitis (101, 
174).   
As in poultry, many species of resistant bacteria can be isolated from 
cattle and the pathogens of particular concern include E. coli, Salmonella,
Enterococcus, and Campylobacter spp.  In 1998 and 1999, Butaye et al. (44) 
reported on resistance of enterococci in ruminants, with twenty percent of 
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Enterococcus faecium isolates resistant to ampicillin and 80% to tetracycline.  
Resistance to avoparcin, virginiamycin, and streptomycin was low.  In a study of 
cattle in Ireland, Salmonellae were isolated from 7.6% of carcasses and 2% in 
both fecal and rumen samples and included S. dublin, S. typhimurium, and 
S. agona. All of the S. typhimurium isolates were resistant to chloramphenicol, 
streptomycin, and tetracycline; all of the S. agona isolates were resistant to 
nalidixic acid and streptomycin; and 15% of S. dublin isolates were resistant to 
streptomycin (173).  S. typhimurium DT104, a serious pathogen in humans, was 
one of the strains isolated from these samples.  All of the isolates were resistant to 
multiple drugs, but susceptible to quinolones (173).  S. dublin is increasingly a 
problem in the U.S.  In a study of California dairy farms, 10% of S. dublin isolates 
were resistant to chloramphenicol (206).  In cattle in Pennsylvania and New York, 
McDonough et al. (172) found almost all isolates of S. dublin to be resistant to 
ampicillin, chloramphenicol, tetracycline, and neomycin.   
Antibiotic resistant bacteria are also capable of spreading through the 
cattle farm environment, even without antibiotic use.  In a 1990 study, Marshall, 
Petrowski, and Levy (164) were able to show that cows and pigs not given 
antibiotics, but fed resistant E. coli, continued to shed resistant bacteria for four 
months.  In addition, the test bacteria were recovered from bedding material, 
mice, flies, and animal caretakers for more than 4 weeks.   
Dairy calves have been shown to be colonized with sensitive E. coli as 
long as they were kept with their dams, but become colonized with multiple drug-
resistant E. coli shortly after being moved to other pens.  Multiple drug-resistant 
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E. coli also colonize veal calves that have not been treated with antibiotics but 
housed with other animals that were treated (114).    
 
Aquaculture: 
Fish farming has become a large agricultural business worldwide.  In the 
United States, the major crops are salmon, shrimp, rainbow trout, catfish, and 
tilapia (174).  Both fresh and saltwater farms are common and, as with other 
agricultural endeavors, antibiotics are generously applied.  However, antibiotic 
growth promoters are not approved in both the U.S. (174) and Denmark (236).  
Ormetoprim-sulfadiazine and oxytetracycline are used to treat infections in the 
U.S. (174) and oxolinic acid, sulfadiazine-trimethoprim, amoxicillin, 
oxytetracycline, and florfenicol, in Denmark (174, 236).  Treatment of fish in 
aquaculture with antibiotics is accomplished by the administration of medicated 
feed.  This application has a direct effect on the aquatic environment since the 
food is added to the water and uneaten food settles to the sediment or is dispersed.  
Thus, antibiotics not metabolized by the fish move directly into the environment 
(138).  One investigator reports that 70% to 80% of antibiotics applied to fish 
farms end up in the environment (105). 
A major fish pathogen in aquaculture is the motile aeromonad, especially 
Aeromonas salmonicida (147).  In treating disease caused by these bacteria, it is 
difficult to determine the true effects of the addition of antibiotics to the 
aquaculture farm, since the aquatic environment is so complex.  However, some 
studies have attempted to measure these effects.  Yet, most studies are in 
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agreement that isolates from fish farms or the effluent of fish farms have higher 
levels of resistance, including multiple resistance, than isolates from other areas.  
DePaola et al. (71) found oxytetracycline resistance in 58% - 83% of aeromonads 
isolated from catfish farms.  Similarly, 69% of aeromonads isolated from several 
Danish farms were oxytetracycline resistant (235).  Another Danish study 
demonstrated 43% sulfadiazine-trimethoprim resistance in aeromonads and 20% 
resistance to oxolinic acid.  Among Flavobacterium isolates, resistance to 
oxolinic acid was 100%, and resistance to amoxicillin was 36% (236).  In Italy, 
sediments surrounding fish farms were found to have higher ampicillin, 
tetracycline, and streptomycin resistance (53), whereas reports from Scottish 
farms have indicated resistance among A. salmonicida to be between 50% and 
55% for oxytetracycline, and between 31% and 54% for oxolinic acid (247).   
A different type of fish farming has developed in southeast Asia.  In 
integrated fish farming, chickens or pigs are housed in cages over fish ponds.  
These animals defecate into the water, where the nutrients support plankton 
growth which provides food for the fish.  Generally, the fish are given no extra 
feed and no antibiotics.  The chickens or pigs, however, do receive antibiotics in 
their feed, either as growth promoters or for prophylaxis.  Acinetobacter isolates 
from the water and sediment of these farms have been shown to have increased 
levels of resistance (213).  Another study of Aeromonas and Enterococcus isolates 
from fish showed increased resistance among Enterococcus spp. but not among 
Aeromonas spp., leading the authors to suggest that Aeromonas are poor 
indicators of differences in antibiotic resistance (214).   
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Human impacts 
In addition to the effects of agricultural uses of antibiotics, humans can 
have significant impact on the occurrence of antibiotic resistance in the 
environment.  Antibiotic resistant organisms from the human gastrointestinal 
tract, as well as unabsorbed antibiotics, can enter the environment via sewage.  
Domestic wastewater, however, often has less effect than hospital wastewater, 
since, in the latter, heavy antibiotic concentrations increase the impact.   
Antibiotics consumed by humans can act to select for resistant organisms 
in the human gut.  Both the resistant microorganisms and antibiotic residues are 
excreted, entering the sewage system.  Although most people consider the 
environment to be generally safe from contamination with untreated sewage, 
breaches occur frequently where leakage or overflow into groundwater or natural 
waters occurs (106).  Raw domestic sewage contains high numbers of bacteria, 
often including antibiotic resistant bacteria.  One report showed that, in healthy 
people, 80.5% of fecal samples contained resistant organisms (220).  Although 
VRE in the U.S. is associated with hospitals, in Europe, VRE is widespread in the  
community.  See tables 2 and 3. 
In Czechoslovakia, a study comparing resistance in municipal wastewater 
to that of clinical isolates showed higher resistance rates in wastewater for 
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Table 2. Low-level Vancomycin Resistant Enterococci from Domestic 
Wastewater  (33, 121, 237) 
Country Percentage of samples 
Spain 90a
Sweden 60b
U.K. 52 
Germany 16c
Table 3. High-level Vancomycin Resistant Enterococci from Hospital 
Wastewater  (106, 258) 
Country Percentage of samples 
Spain 0.4 
U.S 6.25 
U.S. 5.21 
the same species.  Gentamicin resistance in E. coli was 13.9% and 30% for 
Klebsiella and Enterobacter strains, respectively (143).   
Although sewage treatment processes reduce the numbers of bacteria in 
wastewater, the effluent will still generally contain large numbers of both resistant 
and susceptible bacteria. Schwartz et al. (237) showed a decrease in VRE from 
16% in untreated wastewater to 12.5% at the outlet.  High numbers of resistant 
coliforms have also been found in treatment plant effluents (220) and  rivers that 
a strains were also resistant to erythromycin (100%) 
b strains were also resistant to erythromycin (26%) 
c strains were also resistant to ampicillin (62%) and ciprofloxacin (2.5%) 
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receiving effluent from treatment plants have higher numbers of resistant 
organisms.   Even as early as 1983, Bayne, Blankson and Thirkell (31) found a 
significant increase in resistance to tetracycline, erythromycin, streptomycin, 
ampicillin, and penicillin in enterococci, when comparing isolates downstream 
from a treatment plant to those upstream.  Coliforms isolated from sites 
downstream of a treatment plant in the Tama river in Japan showed significant 
increases in resistance to ampicillin and tetracycline (122).  In Spain, resistance in 
Aeromonas isolates increased from 50% upstream to 90% downstream of a 
treatment plant effluent, and resistance in enterobacteria increased from 30% to 
50% (96).  In Sweden in 2003, erythromycin resistant enterococci were isolated 
from 63% of receiving water samples and VRE were isolated from 3% (33).   
Due to heavy antibiotic use, hospital wastewater contains larger numbers 
of resistant organisms than domestic wastewater.  In Florida, vancomycin 
resistant E. faecium were isolated, without enrichment, from hospital wastewater 
(106). VRE were found in 35% of the hospital sewage samples in two Swedish 
studies (33, 121, 237).  Twenty-five percent of enterococci were vancomycin 
resistant in a German study of biofilms from hospital wastewater, and of these, 
many were multiply resistant (237).  Reinthaler et al. (220) showed significantly 
higher percentages of E. coli in the inlet water of a treatment plant receiving 
hospital waste than two other treatment plants.   A study of Acinetobacter showed 
that an increase in the prevalence of oxytetracycline resistance was correlated 
with hospital wastewater (102).   
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Industrial pollution can also influence the incidence of antibiotic 
resistance, with pharmaceutical plants yielding a particularly strong effect.  Until 
the 1970s, it was common for pharmaceutical plant waste to be disposed of in 
regular landfills, but drug residues leaching from these landfills were detected in 
nearby groundwater systems (105).  Guardabassi et al. (102) found high levels of 
multiply resistant Acinetobacter in pharmaceutical plant effluents.   Higher levels 
of antibiotic resistance have also been associated with heavy metals from 
industrial pollution.  McArthur and Tuckfield (167) were able to show that 
antibiotic resistance was correlated with the heavy metal content of sediments 
downstream of a nuclear reactor complex.   
Resistant organisms in the environment 
 
The preceding discussion leads to the conclusion that there are several 
sources for antibiotics and antibiotic resistant organisms in the environment, but 
where can they be found, and at what levels?  Antibiotic bacteria can be found in 
almost every place on earth.  And although levels are higher in areas impacted by 
agriculture and humans, there are, nevertheless, still resistant organisms in far 
reaches where human impacts are negligible.  This should not be surprising since 
antibiotics are natural microbial products.  Those bacteria that live in the 
environment are subjected to numerous antagonistic effects from plants, fungi, 
and bacteria that produce antimicrobial chemicals in an effort to compete and 
survive.  In addition, antibiotic resistance genes may not have always served the 
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same purpose as they do presently.  An alteration of membrane permeability for 
one purpose may also confer resistance.  Heavy metals may also be found in the 
environment due to natural processes.  If a particular metal resistance is linked to 
drug resistance on a plasmid, there is an obvious selective pressure, even in the 
absence of human impacts.    
 
Soil ecosystems: 
Soils can contain high numbers of antibiotic resistant bacteria.  These 
numbers are generally higher in regions affected by pollution or agriculture, but 
there are unaffected areas that contain high levels as well, perhaps from natural 
production of antibiotics by soil bacteria.  Tropical soils have been found to 
contain antibiotic resistant Rhizobium, even in the absence of pollution (272).  
Pseudomonas aeruginosa isolated from various soils in Spain were resistant to 
many antibiotics and had higher levels of resistance than isolates from nearby 
surface waters.  Four of the isolates were resistant to ampicillin, cephalothin, 
chloramphenicol, furadantin, kanamycin, nalidixic acid, streptomycin, 
tetracycline, fosfomycin, sulfadiazine, gentamicin, neomycin, lead, arsenic, 
cadmium, uranium, molybdenum, thallium, zinc, tungsten, and chromium (163).   
Increased resistance has been found in soils after application of manure.  
Jensen et al. (131) found higher levels of resistance in Pseudomonas and Bacillus 
isolates after the application of pig manure.  Although these organisms were not 
present in the manure, evidence of gene transfer was not observed, implying that 
antibiotics in the manure were applying selective pressure on autochthonous soil 
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bacteria.  In Norway, fields that were without antibiotic application for 10 years, 
nevertheless had high levels of resistant organisms.  Resistance in organic soil 
was 72% and resistance in sandy soil was 74%, including resistance to 
chloramphenicol, tetracycline, ampicillin, and streptomycin (41).   
 
Groundwater: 
Many people, especially in rural areas, rely on untreated groundwater for 
their water supplies.  Few studies have been done to determine the antibiotic 
resistance of isolates from groundwater.  Unfortunately, agricultural applications 
of manure can affect groundwater supplies.  Chee-Sanford et al. (52) were able to 
show that tetracycline resistant enterococci could be isolated from groundwater 
underneath swine farms.  Even in wells 250 meters downstream from the farms, 
resistant bacteria were found and the same resistance genes in bacteria from the 
farm were isolated from soil bacteria in the groundwater, suggesting transfer of 
the resistance genes.  In West Virginia, coliforms in groundwater were found to 
have high levels of resistance.  That is, 87% of the coliforms were resistant to at 
least one antibiotic and 60% were multiply resistant.  Thirty percent of these 
isolates were resistant to tetracycline and nitrofurantoin, an antibiotic that is not 
commonly used (175).  Bacteria isolated from deep aquifer sediments in 
Washington state also had high levels of resistance to penicillin, ampicillin, 
carbenicillin, streptomycin, and tetracycline.  The investigators suggested that 
most of the resistance was intrinsic, but ca. one-third of the isolates contained 
plasmids, suggesting plasmid-mediated antibiotic resistance (82).  Enterococcal 
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isolates from wells in Alabama, Florida, Maryland, and Oregon were also found 
to be resistant to streptomycin (2.2%) and kanamycin (26%) (221). 
 
Lotic and lentic ecosystems: 
Most rivers are impacted by humans to a great extent.  Therefore, 
antibiotic resistant bacteria in those rivers may derive from wastewater effluent as 
discussed above.  In samples collected from river sites downstream of cities 
throughout the U.S., antibiotic resistant organisms are common.  For example, 
resistance to ampicillin ranged from 12% in the Ohio river to 60% in the Colorado 
river.  Resistance to other drugs, such as cephalothin (25% to 98%) and 
amoxicillin/clavulanic acid (0% to 68%) was also detected (22).  Resistance is 
common in polluted European rivers as well.  High quinolone resistance in 
Aeromonas (59% to nalidixic acid, 2% to ciprofloxacin) was reported to occur in 
rivers in Spain and France (97).  In polluted rivers in Morocco, coagulase-
negative staphylococci resistant to combinations of ampicillin, chloramphenicol, 
tetracycline, and erythromycin were isolated, some with resistance to all of the 
above drugs (139).  Isolates of Vibrio cholerae (non-01) and Aeromonas from the 
river Gomati in India were found to have multiple antibiotic resistance.  Thirty-
nine percent of V. cholerae isolates were resistant to two drugs, while 47% of 
aeromonads were doubly-resistant (211).  In the Niger river delta, between 55% 
and 72% of isolates from standard plate count agar were resistant to ampicillin.  
Resistance was also found to chloramphenicol, tetracycline, and streptomycin and 
multiple resistance was common (202).  In Korea, 53.6% of coliform isolates 
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from the Sumjin river were resistant to at least one antibiotic, e.g., 21.3% to 
quinolones (207).  Even though most rivers are affected to some extent by 
pollution, resistant organisms have been found even in remote locations.  
Pseudomonas isolated from a remote upland stream by Magee and Quinn (160) 
were resistant to ampicillin (18%), chloramphenicol (11%), kanamycin (50%), 
erythromycin (72%), tetracycline (6%), and cotrimoxazole (23%).  Multiple 
resistance was common but tetracycline resistance was observed to occur only 
with resistance to four other drugs. 
Resistant bacteria can also be found in high numbers in lakes.  In a study 
of two Spanish lakes, 71% of isolates were resistant to at least one antibiotic 
including erythromycin (31.1%), tetracycline (17.8%), chloramphenicol (22.2%), 
and penicillin (68.9%) (14).  Lobova et al. (156) found resistance percentages in a 
large brackish lake in Russia that were two to three times higher at a heavily used 
resort area near the shore than in the center of the lake.  In contrast, a study in 
England showed higher resistance in remote tarns than in a lake receiving sewage 
effluent.  The authors attribute this result to differences in species 
composition (135). 
 
Marine and estuarine ecosystems: 
Numerous studies have shown antibiotic resistant bacteria in coastal and 
estuarine environments, especially the Chesapeake Bay.  Resistant Aeromonas is 
easily isolated, though McNicol et al. (177) found only singly resistant species 
that did not contain R plasmids.  Morgan et al. (188) isolated several gram 
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negative species that were resistant to combinations of ampicillin, 
chloramphenicol, kanamycin, sulfadiazine, streptomycin, and tetracycline.  
Although resistance is generally greater in areas with more human impact, isolates 
of resistant environmental bacteria are common.  V. cholerae (non-01) and 
Pseudomonas, Erwinia, and Bacillus spp. resistant to ampicillin, 
chloramphenicol, and streptomycin have been isolated (10, 89).   
Resistant Bacillus, Vibrio, and Aeromonas isolates have been isolated 
from samples collected in the New York Bight, a heavily polluted ocean area off 
of the New York and New Jersey coasts (256).  Coastal waters in Italy yielded 
resistant Vibrio and Aeromonas spp., and resistance to ampicillin, erythromycin, 
and ciprofloxacin was detected in isolates of enterococci in samples collected off 
the coast of Greece (20, 74).  In marine sediments from Norway, resistant 
Aeromonas spp., E. coli, and Vibrio spp. have been isolated (16).  In samples 
collected from the coasts of Spain, Egypt, Puerto Rico, Maryland, North Carolina, 
and in the Gulf of Mexico, sites receiving runoff from sewage treatment plants, 
had a higher percentage of resistant organisms than sites with less human impact 
(30, 68, 229, 244).  In the Apalachicola Bay of Florida, 82% of E. coli isolates 
were resistant to at least one  antibiotic (209).  Resistance has also been found to 
be higher at the marine air-water interface than in bulk water (111).  Ampicillin 
resistance has even been found in plasmid-carrying isolates isolated from sea ice 
and sediments in the Antarctic (142).   
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Thus, many studies have shown the presence of resistant organisms 
throughout the world.  That resistant organisms can be found in places receiving 
little human impact should not be surprising, since antibiotics are natural 
products.  However, the evidence suggests that human and agricultural activity 
have a greater impact on the levels of resistant organisms in all environments, 
from rivers to pastures and between. 
 
Spread of resistance 
Historically, researchers have assumed that the danger posed by resistant 
organisms in the environment would be minimal, since bacteria (especially 
pathogens) introduced to an environment were generally believed to survive only 
for a relatively short time.  In the last 20 years, however, work by many 
investigators (11, 45, 210, 226) has shown that many bacterial species can survive 
far longer than once thought, and that organisms such as Vibrio cholerae, long 
considered to have a reservoir only in humans, not only survive, but are actually 
autochthonous to aquatic environments (57, 58).  This drastically increases the 
probability that humans will come into contact with resistant pathogens from 
runoff or sewage.  Additionally, even resistant non-pathogens can have a large 
impact on human health, serving as a source of resistance genes to indigenous 
organisms.   
 
55
Gene transfer: 
There is ample evidence to suggest that horizontal transfer has spread 
genes farther than was previously thought possible.  A bacterium can gain 
antimicrobial resistance in at least one of two ways, either via mutation or 
horizontal gene transfer.  Mutations in chromosomal genes leading to antibiotic 
resistance occur at different rates, depending on the organism and the mechanism 
of resistance.  Resistance due to the inactivation of a gene will occur at a higher 
rate than resistance arising from mutation of a protein to a specific binding site.   
Resistance due to chromosomal mutations can be a single-step mutation 
that immediately leads to a high level of resistance or multi-step mutations, which 
successively lead to higher minimum inhibitory drug concentrations being 
required to prevent growth.  N-lactam resistance is a particularly common result of 
single-step mutations.  Since many organisms already produce N-lactamase at a 
low-level, mutations that lead to over-production are frequent.  Newer, extended 
spectrum N-lactam drugs are chemical derivatives to which N-lactamases are 
unable to bind.  However, a change in a single base-pair can alter the affinity of a 
N-lactamase sufficiently to enable binding and inactivation of broad-spectrum 
drugs (66).   
An example of a single-step mutation that is more common in certain 
organisms occurs in Mycobacterium tuberculosis. Streptomycin resistance results 
from altered 16S ribosomal RNA or ribosomal protein S12 that results in 
reduction of the binding affinity of streptomycin.  There are multiple copies of 
these genes in E. coli and other fast growing bacteria, so that resistance arising 
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from a mutation in a single gene is rarely observed.  In M. tuberculosis, there is 
only one copy of each of these genes, increasing the chances for resistance arising 
from mutation (66).   
Multi-step mutations leading to resistance occur after a series of mutations 
to targets in the cell.  For example, fluoroquinolone resistance is often the result 
of mutations in four genes that lead to increased expression of efflux pumps.  
Mutations in a single gene have only a minor effect on resistance, however, as 
successive mutations occur, resistance builds to a high level (197).    
Once resistance has developed, the genes can spread widely through 
horizontal gene transfer.  Horizontal gene transfer can occur through one of three 
ways: transduction, transformation, and conjugation.  Transduction is the transfer 
of genetic material by incorporation of bacterial DNA by a bacteriophage during 
packaging, and the subsequent infection of another bacterium.  Transfer of 
resistance by transduction was first shown with penicillin resistance in 
staphylococci in 1958 (91).  Although phages generally have a restricted host 
range, they are common in many environments and may therefore play an 
important role in transfer of resistance genes. 
Transformation refers to the uptake and incorporation of naked DNA from 
the microenvironment.  Naked DNA is made available through secretion or after 
cell lysis.  Although DNA can easily be destroyed in the environment, it can also 
be stabilized by binding to particles (67).  In order to be transformed, a bacterium 
must be competent.  There are many bacterial species that are either naturally 
57
competent or in which competency can be induced by environmental 
conditions (67). 
Conjugation refers to the transfer of genetic material through direct cell-
to-cell contact accomplished by a pilus.  Originally thought to be a highly specific 
interaction that could only occur between closely related bacterial species, we 
now know that conjugation occurs between diverse species and even between 
gram positive and gram negative bacteria (59).   
 
In the 1940s and early 1950s, mutation and subsequent selection of 
resistant organisms was not given serious attention.  New drugs were being 
developed, and the frequency of mutation to drug resistance was low.  As each 
drug came into use, resistance developed and other new drugs were sought to 
replace the old.  However, it was soon apparent that mutation alone could not 
explain the patterns of resistance that were developing.   
In Japan, after the second world war, outbreaks of dysentery caused by 
Shigella were treated by sulfonamides but, by 1952, these drugs were ineffective 
as 80% of isolates were resistant.  Tetracycline, streptomycin, and 
chloramphenicol were introduced and resistance to these drugs soon was detected.  
At first, the isolates were resistant to only a single antibiotic, but in 1956, a strain 
was isolated with resistance to sulfonamides, tetracycline, streptomycin, and 
chloramphenicol.  Soon, multiply resistant isolates became common (80).  Given 
the frequency of mutation, it was unlikely that these resistances could have 
developed in single strains during the time in which they appeared.  In addition, 
58
both multiply resistant and susceptible isolates of the same strain could be isolated 
from a single patient.  Multiply resistant strains were found in patients that had 
previously excreted susceptible strains and that were treated with only one drug.  
These observations could only be explained by transfer of drug resistance from 
one strain to another.  In 1959 and 1960, Ochiai (201), Akiba (8), and later, 
Mitsuhashi (184), separately published experiments showing that resistance could 
be transferred between Shigella and E. coli, both in vitro and in vivo. These 
"Resistance Factors" were found to be similar to the F factor, in that transfer 
occurred through conjugation.  Watanabe et al. (267, 268), showed that resistance 
factors were episomal in nature and proposed the term "Resistance Transfer 
Factor".  In the decade that followed, it was through the work of Watanabe, Datta 
and others (15, 64, 65, 180, 181, 268) that we learned the nature of R factors.  
Datta, Anderson, and  Kontomichalou were also able to demonstrate transmissible 
resistance in several of the Enterobacteriaceae (15, 64, 65).  We now know that 
R factors are plasmids that carry antibiotic resistance genes. 
Plasmids are circular molecules of DNA that are separate from the 
chromosome.  They often carry genes that provide antibiotic resistance, the ability 
to use alternate substrates, produce toxins, or other genes that can offer a survival 
advantage.  Plasmids that carry the genes necessary for conjugation are called 
conjugative plasmids, while non-conjugative plasmids can only be spread during 
conjugation brought on by a conjugative plasmid.  In a study of a large collection 
of enteric bacteria isolated before the discovery and use of antibiotics, Hughes 
and Datta (119) found that, although there was little antibiotic resistance among 
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these strains, 24% contained plasmids, suggesting that, although plasmids are 
useful in spreading resistance, their presence does not necessarily mean an 
organism is resistant. 
Other mobile genetic elements include transposons and integrons.  
Transposons are sequences of DNA that are capable of transposing or moving 
from one region to another or between plasmids and chromosomes.  Transposons 
can contain one or more genes, including those necessary for translocation, and 
often contain either resistance genes or genes necessary for degradative enzymes 
(238).  These genes are flanked by insertion sequences that allow insertion of the 
DNA into the chromosome or plasmid. 
Integrons are mobile elements that consist of conserved sequences of 
DNA bordering "cassettes" of genes.  The conserved sequences contain the genes 
necessary for integration, promotion, and capture of cassettes.  Gene cassettes are 
promoter-less units that contain the genes for antibiotic resistance or for virulence 
factors (225).  Integrons are capable of carrying several gene cassettes and are 
associated with multiple antibiotic resistance and pathogenicity islands. 
 In recent years, through the study of genomics, we have come to learn 
that horizontal gene transfer occurs far more widely and often then we ever 
imagined.  As complete genomes have been sequenced, evidence is mounting that 
not only do bacteria share genes with one another, but transfer occurs between all 
three domains of life, the Archaea, Eubacteria, and Eukaryotes.  In 1998, 
Lawrence and Ochman (148) showed that 18% of the E. coli genome had been 
acquired through horizontal transfer.  It has been shown that archaeal genes 
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comprise 24% of the Thermatoga maritima genome.  This is particularly 
surprising since T. maritime is thought to be among the slowest evolving, and on 
the deepest branch, of the Eubacteria (192).  Eukaryotes apparently trade genes 
with bacteria as well.  In an investigation of Deinococcus radiodurans, Makarova 
et al. (161) found several eukaryotic genes including human, yeast, and fly genes, 
some of which have only ever been found in eukaryotes.  Mycobacterium 
tuberculosis has also been reported to contain eukaryotic genes (87).  
 
Transfer in the environment 
 
Soil environments: 
Although there is a great deal of direct evidence showing gene transfer in 
the laboratory, the evidence for transfer in various environments is ample, though 
indirect, involving the comparison of gene sequences from different species or the 
use of microcosms or plasmid analysis.  Many studies have reported the presence 
of plasmids in environmental isolates.  Though this is not proof of horizontal gene 
transfer, it is strongly suggestive that it can occur especially in the presence of 
selective pressure.  Using phylogenetic analysis in Brazilian soil isolates, Weiner, 
Egan, and Wellington (272) found evidence of transfer of the streptomycin 
resistance gene strA between streptomycete species.  In another study using 
streptomycetes in microcosms, transfer of plasmids containing streptomycin 
resistance genes was found (112).  Plasmids have been found in opportunistic 
pathogenic bacteria isolated from residential garden soil and dairy farm soil in 
61
Florida (77).  Plasmids were also found in 20% and 15% of isolates from two 
agricultural fields with no history of antibiotic application (41).   In samples from 
soil and sewage sludge, Top et al. (257) found transfer of broad host range 
plasmids from E. coli to Alcaligenes eutrophus. In a study of soil samples taken 
from a pasture before and after the application of pig manure, Jensen et al. (131) 
found that resistance in soil bacteria temporarily increased after the application of 
manure.  Götz and Smalla (99) were able to show a 10-fold increase in plasmid 
transfer from E. coli to Pseudomonas putida in agricultural soil after the 
application of manure.   
Studies focusing on the dangers of releasing genetically modified bacteria 
into the environment have been performed to examine the transfer of genes in the 
rhizosphere.  Antibiotic resistance markers were used and demonstrate not only 
horizontal gene transfer in the rhizosphere, but also horizontal transfer of 
resistance genes.  Transfer has been found to occur between several species under 
various environmental conditions.  In the wheat rhizosphere, Pseudomonas has 
been shown to transfer plasmids to indigenous bacteria (263).  Disturbingly, fecal 
bacteria are able to transfer genes to natural soil bacteria, as in the case of transfer 
from E. coli to Rhizobium spp. (222).  A criticism of some of these studies has 
been that they were done using microcosms and non-indigenous organisms with 
non-indigenous plasmids.  However, in a study using Pseudomonas fluorescens 
applied to sugar beet seeds, Lilley and Bailey (153) were able to demonstrate that 
Pseudomonas was able to colonize leaf and root structures and also acquired 
plasmids from indigenous bacteria.  Smit, Wolters, and van Elsas (245) were 
62
similarly able to show transfer of indigenous plasmids in the wheat rhizosphere 
and Sullivan et al. (252) that seven years after Rhizobium loti was applied to a 
field that had no natural rhizobia, non-symbiotic rhizobia were isolated containing 
several gene sequences that could only have been acquired via horizontal transfer 
from the original strain.    
 
Aquatic environments: 
As with studies of other environments, the evidence for horizontal gene 
transfer in marine and aquatic environments is largely circumstantial, relying on 
microcosm studies, in vitro transfer between aquatic organisms, and the presence 
of plasmids.  Antibiotic resistant organisms have been isolated from seawater 
samples collected from both sewage affected sites and control sites off the 
Spanish and U.S. coasts.  Plasmids were found in many of these isolates and 
strains from polluted areas had both more plasmids and higher levels of resistance 
(30).  In another investigation, 34% of environmental Vibrio, Aeromonas, E. coli,
and Pseudomonas isolates from Chesapeake Bay and Bangladesh were found to 
contain plasmids (178).  Hermansson, Jones, and Kjelleberg (111) found a very 
high percentage of multiply resistant bacteria (91%) in the marine air-water 
interface.  Of the pigmented and non-pigmented bacteria isolated, 44% and 39% 
respectively, contained plasmids.  Falbo et al. (79) were able to show multiply 
resistant Vibrio cholerae isolates from a cholera outbreak in Albania and Italy 
contained integrons that were transmissible.  Other V. cholerae isolates were 
shown to have a transposon containing resistance to trimethoprim, 0/0129, 
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streptomycin, and spectinomycin (95).  Although the isolates were clinical in 
origin, V. cholerae is known to be autochthonous to the estuarine environment.  
Plasmids have also been found in bacteria isolated from sediments and seawater 
from Antarctica.  Forty-two percent of sediment isolates and 20% of water 
isolates carried plasmids, some of which were associated with antibiotic 
resistance (142). 
Several studies have shown gene transfer between marine organisms or 
between marine organisms and enteric bacteria in vitro. Adams et al. (7) used the 
fish pathogen Aeromonas salmonicida to transfer a plasmid encoding tetracycline 
resistance to E. coli. In offshore seawater and sediment samples, Sizemore and 
Colwell (244) found antibiotic resistant bacteria in most samples, including those 
collected 100 miles offshore and from depths of 8200 meters.  Isolates considered 
autochthonous to the marine environment were examined for plasmids and used 
in mating experiments.  Of the 16 isolates studied, 50% contained plasmids.  
Several of these were able to transfer plasmids to E. coli (244).   
Vibrio parahaemolyticus strains isolated from the Chesapeake Bay were 
also found to be antibiotic resistant and to contain plasmids.  Mating experiments 
showed that resistance plasmids could be transferred from E. coli to V. 
parahaemolyticus in vitro (103).  In presumptive Vibrio spp. isolated from an oil 
field and unpolluted controls sites in the Gulf of Mexico, Hada and Sizemore 
(104) found that 18% of control isolates and 27% of oil-field isolates contained 
plasmids. 
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Transformation and transduction are theorized to occur in the marine 
environment, but few studies have been done explicitly to demonstrate the 
phenomenon.  However, the presence of large numbers of virus make it likely that 
transduction is an important means of gene transfer in the environment.  In three 
studies of different marine environments, similar counts of viruses were found.  
Wommack et al. (277) obtained counts of 2.5 x 107 viruses ml-1, while Bergh 
et al. (32) found 2.5 x 108 viruses ml-1, and Børsheim et al. (39) found 1.8 x 107
viruses  ml-1. Using marine bacteriophages and marine bacterial isolates, Jiang 
and Paul (132) were able to show that transduction can occur in vitro.
Transfer of a tetracycline resistance plasmid from A. salmonicida to 
indigenous bacteria in marine sediment microcosms has also been demonstrated, 
even without selective pressure from the presence of tetracycline. When 
tetracycline was present, however, 86.8% of isolates had acquired the plasmid, 
while only 45.8% without tetracycline (232).  Using green fluorescent protein 
(GFP), conjugative transfer was demonstrated between P. putida and indigenous 
bacteria in both artificial seawater and seawater samples (62), even under 
nutrient-limiting conditions (63).  Some investigators have speculated that 
conjugal transfer can occur only under excess nutrient conditions, but this has 
been shown not to be the case.  In microcosms and on plates, P. fluorescens 
transferred plasmids to marine isolates, even when in the viable but non-
culturable (VBNC) state (50).  Additionally, in an artificial seawater microcosm, 
both E. coli and marine Vibrio sp. S14 were capable of conjugation with another 
Vibrio S14 strain after nutrient starvation (98).   
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Horizontal gene transfer of antibiotic resistance also occurs in freshwater 
environments.  In an investigation of staphylococcal isolates from polluted 
streams in Morocco, Kessie et al. (139) found that several of the isolates from 
different species contained a tetracycline resistance plasmid of the same size.  In 
addition, one strain of Staphylococcus hyicus contained all but one of the 
plasmids that were found in the other isolates (139).  In a Korean river, 12.6% of 
coliform isolates contained integrons (207) and in sediment collected from a river 
in Wales, 9.4% of isolates from unpolluted sampling sites and 15% of isolates 
from polluted sampling sites contained plasmids, 86% of which were large 
enough to be conjugal plasmids (43). 
As stated above, transduction provides a means of gene transfer in 
freshwater environments.  In environmental chambers suspended in a freshwater 
lake, transduction of streptomycin resistance occurred in P. aeruginosa strains 
(190).  Using the same chamber system and different plasmids and phages, 
transduction was also shown both in the presence and absence of natural bacterial 
communities (233).   
Although 14% of isolates from bulk freshwater and 16.2% of isolates from 
the air-water interface contain plasmids, higher percentages of multiply resistant 
bacteria have been found at the air-water interface in freshwater lakes.  
P. aeruginosa transferred plasmids to indigenous bacteria isolated from the air-
water interface when cultured in microcosms.  Jones, Baines, and Genther (134) 
were able to show 100 times more conjugation at the interface than in the bulk 
freshwater, even under conditions of nutrient starvation.  Freshwater isolates can 
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serve as recipients of conjugation with  P. aeruginosa, as demonstrated in 
laboratory experiments (93).  P. aeruginosa is also capable of conjugation when 
tested in environmental chambers suspended in lake water, although the number 
of transconjugants were less in the presence of indigenous bacterial populations 
(203).  Epilithic bacteria have also been shown to be capable of conjugative 
transfer when examined in in vitro mating experiments with P. putida (113). 
 
Animal environments: 
Horizontal gene transfer occurs throughout animal environments, 
including farms and in the farm animals themselves.  Animals in the wild and 
insects also contribute to the spread of antibiotic resistance genes.  Integrons have 
been isolated from samples collected throughout poultry farms and poultry 
processing plants, using total microbial DNA rather than culturable organisms 
(225).  In a study of enteric bacteria isolated from horses, cattle, poultry, and 
reptiles, Goldstein et al. (6) found Class 1 integrases in 46% of the isolates tested.  
E. coli carrying transferable trimethoprim and ampicillin resistance plasmids from 
chickens carried the plasmids, even in the absence of selective pressure (51). 
Several studies of gene transfer and antibiotic resistance in wild animals, 
both from areas heavily impacted by humans and in remote regions have been 
done.  In a moose and voles from Finland, low levels of resistance were found, 
but, one isolate from a moose was capable of transferring streptomycin resistance 
to E. coli by conjugation (205).  Souza et al. (249) examined E. coli from wild 
rodents, cats, reptiles, and marsupials from Mexico and Australia, showing 
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plasmids in isolates from most of the samples, although those nearest to urban 
areas had significantly higher numbers (249).   
In enterococcal isolates from pigs, both streptogramin resistance and 
vancomycin resistance were found to be transferable in vitro (2, 271).  Of 
evernimicin resistant Enterococcus faecium isolates from pigs and broilers, all 
were capable of transferring resistance to a susceptible strain of E. faecium (3).  In 
one study, three of four E. coli isolates from diseased chickens were capable of 
transferring streptomycin and streptomycin, tetracycline, sulfa resistance to other 
E. coli strains (278).  Gene transfer has also been shown to occur among bacteria 
isolated from pens of calves.  Calves carrying Salmonella typhimurium type 
DT193 with a multiple resistance plasmid were found also to have a large number 
of E. coli of different antigenic groups in the same plasmid.  When muzzled 
calves were fed donor and recipient strains, no transconjugants were isolated, but 
when the calves were allowed to lick objects in their environments, 
transconjugants appeared in their feces (154, 255).   
There is good evidence of transfer in the poultry gastrointestinal tract.  For 
example, rifampin resistant E. faecium fed to broiler chicks transferred resistance 
to indigenous flora at a higher rate than that observed in vitro (193).  In another 
study, E. coli isolated from diseased poultry demonstrated high levels of multiple 
resistance and integrons.  The integrons were found to be part of the transposon 
Tn21, a transposon widespread among the E. coli isolates, as well as in 
Salmonella strains isolated at the same time (27).   
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Annelids and arthropods also play a role in gene transfer and antibiotic 
resistance.  In soil columns, earthworm activity was found to increase gene 
transfer from P. fluorescens to indigenous soil bacteria from several genera 
including Agrobacterium, Acinetobacter, Pasteurella, and Xanthomonas (61).  
The contribution of invertebrates to gene transfer in the environment is not limited 
to earthworms.  The epiphytes Enterobacter cloacae and Erwinia herbicola have 
been shown to transfer plasmids in the guts of silkworms (266).  Erwinia 
herbicola is also capable of transferring plasmids to resident gut flora in 
silkworms (265).  Strains of Bacillus thuringiensis were able to transfer plasmids 
containing toxin production genes in the guts of two species of moth larvae (125).  
Strains of Enterobacter cloacae were also able to transfer an antibiotic resistance 
plasmid in the gut of gutworms (19). 
 
The animal-environment-human web of resistance 
Ultimately, it is the prospect of being unable to treat human disease with 
antibiotics that is most disturbing.  Clearly, the use of antibiotics leads to 
increased antibiotic resistance in humans, animals, and the environment.  
Resistance genes can spread via horizontal gene transfer in practically every 
environment.  This raises the question of whether antibiotic resistance in the 
environment leads to antibiotic resistance in humans.  There is sufficient evidence 
to support the hypothesis that resistant organisms and resistance genes spread 
from humans to animals and to the environment, and vice versa.  Much of the 
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evidence comes from the presence of similar gene sequences in bacteria isolated 
from humans and animals and from examination of antibiotic resistant pathogens 
isolated from diseased humans that were traced to animals. 
In a study of human isolates of Bacteroides and isolates of Prevotella 
(normally found in the rumen of livestock) from different areas, sequences of the 
tetracycline resistance gene tetQ were almost identical (21, 194).  In a CDC 
investigation of salmonellosis outbreaks from 1971 to 1983, researchers found 
that of 38 outbreaks, where the source could be identified, food animals were the 
source of 69% of the antibiotic resistant strains, and 46% of susceptible strains 
(116).  In 1984, an outbreak of resistant salmonellosis across four Midwestern 
states was traced to beef cattle from South Dakota that had been fed 
antimicrobials. The isolates were all resistant to ampicillin, carbenicillin, and 
tetracycline.  Interestingly, it is believed that the patients were asymptomatically 
infected and that disease was initiated after the consumption of antibiotics for 
other reasons allowed for selection of the resistant strains (115).  Salmonella 
isolates have also been examined for their serotype and plasmid content.  Within 
groups of serotypes, plasmids from both humans and animals were generally 
identical.  One serotype and plasmid combination was found in 26 infected 
persons and in cattle from 20 states.  The epidemiology of the cases suggests that 
they were derived from a food source (200).  Salmonella typhimurium DT014 is 
generally resistant to ampicillin, chloramphenicol, streptomycin, sulfonamides, 
and tetracycline.  In Denmark in 1998, an outbreak of DT104 occurred in which 
the isolates were also resistant to nalidixic acid and had reduced susceptibility to 
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fluoroquinolones.  This reduced susceptibility was caused by a single mutation in 
the gyrase gene.  After tracing the outbreak to a pig farm, investigators found the 
same mutation in Salmonella isolated from the pigs and were unable to find the 
mutation in other isolates (185).  A 1995 outbreak of DT104 in England and 
Wales occurred in which a major risk factor was determined to be contact with 
sick calves.  Ten percent of the cases occurred on farms in a region where most 
residents live in urban areas (264).  A 1980 outbreak of Salmonella heidelberg 
that was resistant to chloramphenicol, sulfamethoxazole, and tetracycline 
occurred in infants in a hospital nursery.  The mother of one of the infants also 
developed diarrhea from the same strain.  She apparently had worked on a farm 
where there were sick calves before coming to the hospital to deliver her baby 
(159).  CDC data have shown that, in the U.S., the resistance patterns of 
Salmonella are more closely related to antibiotics given to farm animals that to 
those given to humans (17). 
Spread of resistant pathogens, other than Salmonella, from animals to 
humans is common.  In Taiwan, a large proportion of E. coli hospital isolates 
were either resistant to or had reduced susceptibility to fluoroquinolones (171).  
Human fluoroquinolone use was not high enough to explain the findings, 
especially in children, for whom fluoroquinolones are not approved and where the 
percentage of reduced susceptibility was as high as the rest of the population.  
However, large quantities of fluoroquinolones are used in poultry production, and 
a high percentage of food chickens purchased in Taiwanese markets are positive 
for fluoroquinolone resistant E. coli (171).  In Spain, Garau et al. (90) obtained 
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similar results.  Quinolone resistance was high in E. coli from both adults and 
children, even those never before exposed to quinolones.  Yet, 90% of chicken 
and 45% of pig E. coli isolates were quinolone resistant (90).   
In The Netherlands, it is likely that quinolone resistance in Campylobacter 
developed between 1985 and 1987.  During this time, enrofloxacin was 
introduced for animal use and norfloxacin was introduced for human use.  
Enrofloxacin was used extensively in poultry and in pigs, whereas norfloxacin 
was used in humans, mostly to treat urinary tract infections (76).  Quinolone 
resistance in campylobacters isolated from poultry went from 0% in 1982, to 14% 
in 1989, and in humans from 0% to 11% during that time (76).  A study of 
Campylobacter jejuni in Minnesota showed that the proportion of quinolone 
resistant isolates increased from1.3% in 1992, to 10.2% in 1998.  Although some 
outbreaks could be contributed to foreign travel, most were attributed to increased 
resistance in poultry (246). 
Enterococcal resistance can also be spread from animals to humans.  In 
France, the prevalence of VRE is much higher in cattle-rearing areas than in other 
regions of France and Europe.  However, the authors qualified their conclusions 
by saying that they may have found higher numbers due to an enrichment step 
during isolation (86).  A Dutch study of broiler farmers, laying-hen farmers and 
slaughterers showed that VRE in the human samples was correlated to VRE in the 
chickens.  Also suggestive of transfer from chickens to farmers was the fact that 
amoxicillin resistant enterococci were isolated only from broiler chickens and 
broiler farmers, not the other samples.  The transposon encoding vancomycin 
72
resistance was also similar between isolates from farmers and chickens (261).  In 
Norway, VRE were isolated from 97% of chicken houses exposed to avoparcin 
and only 18% of non-exposed chicken houses.  Similarly, VRE was found in 60% 
of farmers from exposed farms and none from non-exposed farms (144).  Using 
pulsed field gel electrophoresis to compare poultry and human VRE isolates in 
The Netherlands, van den Braak et al. (262) found that poultry and human isolates 
were not clonal, however, there were two major genotypes of the vancomycin 
resistance gene vanA. Forty-two percent of poultry isolates were of one type, 
58% were of the other type.  All of the human isolates had the second phenotype 
(262).  Vancomycin resistance in enterococci is generally conferred by the 
transposon Tn1546.  In Europe, VRE and Tn1546 are widespread in the 
community, animals, and environment.  In the U.S., VRE have only been found in 
hospital acquired infections.  Simjee et al. (242) isolated a gentamicin resistant 
VRE strain from a canine urinary tract infection that contained Tn1546 identical 
to Tn1546 until now found only in human isolates.  Also studying Tn1546 in 271 
VRE isolates, Jensen (130) was able to show that European VRE have a base pair 
variation in the vanX gene, with either a G or a T in position 8234.  All poultry 
isolates had the G type, while all except one of the swine isolates had the T type.  
Human isolates had both types with one or the other dominating in a particular 
region (130).  Vancomycin has been heavily used in U.S. hospitals, and less so in 
European hospitals, whereas avoparcin, which is cross-resistant with vancomycin, 
has been used heavily in European agriculture, and has never been approved in 
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the U.S.  This is likely the reason for high community carriage in Europe and high 
nosocomial infection rates in the U.S. 
Quinupristin/dalfopristin is a streptogramin antibiotic that was approved in 
the U.S. and Europe in 1999.  However, three resistant streptococcal strains had 
been isolated from patients in 1997 (145).  Quinupristin/dalfopristin is cross-
resistant with virginiamycin which has been in use as an animal growth promoter 
for 20 years.  Within less than two years of approval, enterococcal isolates 
resistant to quinupristin/dalfopristin have been found with high frequency in 
poultry environments, food, humans, and wastewater (107, 136, 170, 242, 271).  
In Germany during the 1980s, nourseothricin, a streptothricin antibiotic, was used 
in pigs.  Though streptothricin antibiotics were not used in humans, 
nourseothricin resistant E. coli could be isolated from pig farmers and people 
living in pig farming areas (120).   
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II.  Chesapeake Bay Research 
Antibiotic Resistance in Vibrio cholerae Isolated from the Chesapeake Bay 
The Chesapeake Bay and its watershed provides a unique site for study of 
the spread of resistance genes and resistant microorganisms.  The largest estuary 
in the U.S., the bay has a watershed of 167,000 km2 that includes both rural and 
urban areas (37).  Environmental parameters vary greatly from the mouth of the 
bay to the upper reaches and the Bay comprises a number of different ecosystems 
and habitats.  Many studies of the microbiota of the bay have been done and 
several document antibiotic resistance and plasmid content of various microbial 
genera isolated from the bay.  McNicol et al. (177, 178) found plasmids in 21% of 
Aeromonas hydrophila and 18% of Vibrio cholerae strains isolated from bay 
water and resistance to erythromycin, polymyxin, streptomycin, and  tetracycline 
was detected (177, 178).  Studies by Allen (9, 10), Guerry (103), and Morgan et 
al. (188), showed antibiotic and heavy metal resistance in bacteria isolated from 
Chesapeake Bay water, sediment and shellfish.  Morgan et al. (188) examined 
antibiotic resistant coliforms isolated from water and shellfish, finding larger 
numbers of resistant bacteria in samples collected from near Baltimore Harbor 
than from other, less populated areas of Chesapeake Bay.  Of the strains isolated, 
73.7% were resistant to both ampicillin and streptomycin, and 25.9% were 
resistant to both ampicillin and tetracycline (188).  Guerry (103) isolated multiply 
resistant gram-negative bacteria including V. parahaemolyticus from water and 
shellfish in the bay.  As in other studies, numbers of resistant organisms were 
much higher near Baltimore harbor.  Thirty-seven percent of isolates were capable 
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of transferring antibiotic resistance markers to E. coli (103). Allen (9, 10) found 
antibiotic resistant Pseudomonas, Aeromonas, Vibrio, Flavobacterium,
Staphylococcus, and enteric species in samples from water and sediment.  Of the 
resistant isolates, 96% were resistant to two or more antibiotics. 
Long thought to be found only in contaminated waters, Vibrio cholerae,
the etiological agent of cholera, is now recognized as autochthonous to marine 
and estuarine waters throughout the world, including regions not currently 
affected by cholera.  To observe natural antibiotic resistance patterns, 256 strains 
of V. cholerae isolated between 1998 and 2000 were examined for antibiotic 
resistance.  The Chesapeake Bay geographical area represents a region free from 
epidemic cholera for almost 90 years.  Despite the lack of epidemic cholera, V. 
cholerae can be detected in bay water by a variety of methods, especially during 
the summer months, because its natural habitat includes estuaries.  The antibiotic 
resistance patterns of the Chesapeake Bay strains provide a reference pattern and 
may also provide better understanding of the ecology of antibiotic resistance in an 
estuarine environment. 
As part of a larger study on the occurrence of V. cholerae in the 
Chesapeake Bay, 256 strains of V. cholerae isolated between 1998 and 2000 were 
examined for antibiotic resistance (89, 157).  Sampling was done from January 
1998 to February 2000 at coastal sites throughout the upper Chesapeake Bay (see 
figure 1) and samples were collected from surface water, about 1m from the 
surface.  A surface water fraction and two plankton fractions also were collected 
using sterile plastic containers at each of the shore sampling sites.  Samples were  
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transported to the laboratory at ambient temperature and processed within 6h of  
collection.  Surface water temperature and salinity were measured at the sites and 
V. cholerae was isolated using alkaline peptone water enrichment (54).  
Presumptive V. cholerae isolates were confirmed by PCR, using V. cholerae-
specific primers (56) or dot blotted onto Luria-Bertrani agar, transferred to filter 
Figure 1.  Location of Bay Sampling Sites 
Sampling site locations are as follows: 
Site B = Baltimore Harbor 
Site F = Susquehanna Flats 
Site K = Kent Island 
Site H = Horn Point Laboratory 
Site S = Smitsonian Environmental Research Center 
Map courtesy of  the National Atlas of the United States, 
http://nationalatlas.gov
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paper, and hybridized with a 32P-labelled V. cholerae probe.  Positive colonies 
were identified by autoradiography.  V. cholerae 01 and Vibrio mimicus grown on 
the same petri dish and processed along with presumptive colonies, served as 
positive and negative controls, respectively.  The Kirby-Bauer standard antibiotic 
disk diffusion test was used to assess antibiotic resistance using NCCLS 
breakpoints for Enterobacteriaceae as tentative standards for resistance and 
susceptibility (150).   
Of the 15 strains that were resistant to ampicillin, 8 (53.3%) were also 
intermediately resistant to streptomycin.  See table 4.  Twenty (57%) of the strains 
intermediately resistant to ampicillin were also intermediately resistant to 
streptomycin.  Ciprofloxacin resistant and intermediately resistant strains were 
also resistant to ampicillin and intermediately resistant to streptomycin.  The 
V. cholerae isolates that were cultured were non-01 and non-0139, but 
V. cholerae 01 strains were detected by direct fluorescent antibody assay.   There 
were not enough strains isolated to determine seasonality or sample site 
differences.  In a similar study in 1979, Allen (9) investigated the prevalence of 
antibiotic resistant bacteria isolated from the Chesapeake Bay.  Some results are 
presented in table 5.  In addition, Allen found multiple resistance in 96% of 
resistant strains.  Although Allen did not identify all genera to the species level, 
the Vibrio isolates she found had much higher levels of resistance.  It should be 
noted that the two studies are not directly comparable since only V. cholerae were 
investigated here and Allen did not identify isolates to the species level.   
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Table 4.  Antibiotic Resistance of V. cholerae Isolated from Chesapeake Bay 
Number of 
Strains (percent) 
Resistant Intermediate Susceptible 
Ampicillin 15 (5.8) 35 (13.7) 206 (80.5) 
Chloramphenicol 0 0 256 (100.0) 
Ciprofloxacin 1 (0.39) 1 (0.39) 254 (99.2) 
Streptomycin 4 (1.6) 76 (29.7) 176 (68.7) 
Sulfamethoxazole/
trimethoprim 
0 0 256 (100.0) 
Tetracycline 0 0 256 (100.0) 
Table 5.  Antibiotic Resistance in Genera Isolated from Chesapeake Bay 
Percent Strains 
Resistant  
Pseudomonas Aeromonas/Vibrio Enterobacteriaceae
Ampicillin 74% 34% 22% 
Chloramphenicol 72% 53% 40% 
Streptomycin 77% 86% 62% 
Tetracycline 17% 34% 27% 
data from Allen (9) 
 
Evaluation of Media and Culture Conditions for Enumeration of 
Heterotrophic Bacteria from Rivers in Maryland 
The Delmarva Peninsula of the Chesapeake Bay, comprising Maryland's 
Eastern Shore, a portion of Virginia, and the state of Delaware is one of the 
nation’s most concentrated chicken producing areas.  Poultry production 
accounted for 70% of the agricultural income of Delaware in 1991, and 31% of 
Maryland’s agricultural income in 2000 (37, 243).  Maryland ranked eighth in 
number of broilers produced with 283 million chickens totaling $462 million in 
2000 (165).  Poultry manure from these farms is applied to 42% of the cropland 
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on the Eastern Shore, and unfortunately, most of the drainage from that cropland 
flows into the Chesapeake Bay (251).   
The poultry industry has been an economic boon to Maryland and other 
regions, but a vast amount of waste is produced by this industry and contributes to 
runoff into the Chesapeake Bay.  Eutrophication of Chesapeake Bay by both point 
and non-point sources of pollution has been well documented (37, 126, 162, 251).  
Nitrogen and phosphorus have been recognized as contributing to hypoxia and 
blooms of toxic dinoflagellates, leading to a decrease in submerged aquatic 
vegetation (37, 251) and significant attention has been given to nutrients in 
agricultural runoff.  Nutrient management regulations have been established to 
mitigate damage but little attention has been paid to other possible effects of 
runoff (63), since the management practices deal mainly with reducing nitrogen 
and phosphorus input.   
In an effort to understand the relationship between poultry farms and 
antibiotic resistance in the river system of the Eastern Shore and the watershed of 
the Chesapeake Bay, a preliminary study was carried out (88).  Enumeration and 
isolation of bacteria from the aquatic environment by heterotrophic plate count 
has long been practiced in environmental microbiology.  Total viable, aerobic, 
heterotrophic bacterial counts are useful in ecological studies as a baseline for 
study of other organisms, as well as a first step in characterizing the population 
dynamics and ecology of a particular niche.  Such counts also allow further study 
of the phylogenetic and physiological diversity of various aquatic environments. 
There are many specialized types of media available for such counts.  Most are 
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limited in nutrient concentration in order to simulate the oligotrophic conditions 
most often encountered in aquatic and marine systems.  Although there are many 
such media available, little work has been done to determine which yields the 
largest number of bacteria.  Plate Count Agar (PCA), Heterotrophic Plate Count 
Agar (HPC), and R2A Agar (R2A) were compared for successful recovery to 
culture.   
A randomized complete block study was used, with water samples 
collected in November 2002, and May 2003, from four sites each in the Patuxent 
(Site numbers 1-4) and Pocomoke (Site numbers 5-8) rivers in Maryland.  See 
figure 2.  These rivers receive runoff from both agricultural and urban sources and 
drain into the Chesapeake Bay.  The Patuxent river is located on the Western 
Shore of the Chesapeake Bay and receives runoff from urban sources, while the 
Pocomoke river is on Maryland's Eastern Shore and receives mostly agricultural 
runoff, including a significant amount of runoff from poultry farms.   
Samples were collected below the surface at the shoreline, using sterile 
bottles, and transported to the laboratory in an insulated cooler.  Surface water 
temperature and salinity were measured at the sites using a field thermometer and 
a refractometer.  In the laboratory, samples were serially diluted in sterile saline 
and spread plates, in duplicate, were prepared on appropriate media.  PCA, HPC, 
and R2A plates were incubated at either 30º C for 24 hours or at 15º C for 
6 days (88).   
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Figure 2.  Location of Riverine Sampling Sites. 
 
In November 2002, water temperatures ranged from 9º C to 12º C and in 
May 2003 from 16º C to 17º C.  At each site and within each temperature, R2A 
yielded significantly higher counts than either PCA or HPC (p<0.01).  As shown 
in figures 3 and 4, in November, plates incubated at 15º C yielded higher numbers 
of bacterial colonies than plates at 30º C.  However, in May, this pattern was 
reversed (figures 5 and 6).  In both months, within each incubation temperature, 
Sites 1-4 are located along the Patuxent river 
Sites 5-8 are along the Pocomoke river 
Map courtesy of  the National Atlas of the United States, 
http://nationalatlas.gov
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neither PCA nor HPC counts were significantly higher than the other.  Pocomoke 
river water samples generally yielded higher bacterial counts than water samples 
from the Patuxent.  Bacterial counts for water samples collected in November 
ranged from 1.6 x 102 to 2.89 x 103 cells/ml for Patuxent samples and from 2.7 x 
102 to 8.6 x 104 cells/ml for the Pocomoke.  Bacterial counts in May ranged from 
7.1 x 102 to 3.7 x 105 cells/ml for Patuxent water samples and from 6.3 x 103 to 
3.14 x 105 cells/ml in Pocomoke samples. 
There were no significant differences between the sites sampled.  
Temperature and salinity measurements were similar and the numbers of bacteria 
in water samples collected from each river were similar.  Higher bacterial 
numbers in samples from the Pocomoke river may be explained by higher nutrient 
concentration from the runoff from agricultural areas on Maryland’s Eastern 
Shore.  R2A agar consistently supported greater numbers of bacteria.   
Of the media available for obtaining total viable, aerobic, heterotrophic 
bacterial counts, results of the study by Gangle et al. (88) showed that, for the two 
rivers studied, the two seasons, and different incubation temperatures, R2A agar 
yielded higher bacterial recovery than either PCA or HPC and can be used to 
monitor antibiotic resistance patterns of bacteria in the estuarine environment.  
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Figure 3.  November 15E Incubation Heterotrophic Plate Counts 
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Figure 4.  November 30E Incubation Heterotrophic Plate Counts 
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Figure 5.  May 15E Incubation Heterotrophic Plate Counts 
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Figure 6.  May 30E Incubation Heterotrophic Plate Counts 
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III.  Conclusion 
Since the discovery and introduction of antibiotics, microbial resistance to 
antibiotics has steadily increased.  Humans have significant influence on bacterial 
populations in the natural environment via large scale selective pressure through 
waste management, agricultural, and other practices, notably, in antibiotic 
resistance.  In past years, development of resistance to antibiotics was not 
considered a serious problem because of the notion that there would always be a 
new antibiotic discovered.  The reality is, whether for economic, political, or 
scientific reasons, no novel antibiotics have been produced for several years, and 
few are on the horizon.  While humans have been idle in this biological arms race, 
bacteria continue to develop resistance against each new drug we create.  
Infections once easily curable are now regarded as a growing threat from the 
drug-resistant microbial agents of these diseases. 
While the seriousness of the problem of antibiotic resistance is now 
recognized, the complex web of resistance linking humans, animals, and the 
environment is only beginning to be understood.  Indiscriminant use of antibiotics 
for medical purposes has taken the brunt of the blame, namely, use by those 
physicians who prescribe antibiotics for viral infections to make their patients feel 
comfortable when antibiotics are known to be useless against viruses.  In fact, all 
antibiotic use, whether medical, agricultural, and necessary or not, leads to 
increased resistance.   
Antimicrobial use in agriculture and aquaculture has been blamed for the 
increase in microbial resistance to antibiotics.  But can this use lead to detrimental 
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effects in humans?  Some argue that no link has yet been proven (208, 216, 217).  
Ample evidence presented in this review suggests such a link.  Many studies have 
shown that application of antibiotics leads to resistance in the guts of animals, and 
that humans acquire resistant bacteria via contact with farm animals and the 
farming environment.  Because slaughter and processing of food animals 
contaminates the meat with fecal bacteria, humans can also acquire resistant 
organisms through the food chain.   
As illustrated in figure 7, agricultural antibiotic use leads to increased 
resistance in the environment since resistant organisms and antibiotic residues are 
excreted as waste that is frequently spread onto farmland as organic fertilizer.  
Fecal bacteria survive long periods in the environment and spread through runoff 
into groundwater, rivers, and marine ecosystems. 
Some investigators claim that there is danger to humans only if resistant 
pathogens spread to humans (46, 215-217).  However, horizontal gene transfer 
occurs in the guts of humans and animals and in a variety of ecosystems, creating 
a pool of resistance in fields and waters.  This leads to several dangers for 
humans.  Even if people do not directly contract resistant disease from food 
animals, there is the danger of contact with resistant fecal pathogens from the 
environment.  Additionally, pathogens that are autochthonous to the environment 
can acquire resistance genes from animal fecal bacteria.  Aquatic pathogens, such 
as Vibrio vulnificus would be very dangerous if they did not respond to antibiotic 
treatment.  There is another level of danger, however.  Non-pathogenic bacteria 
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can also acquire resistance genes and serve as a continuing source of resistance 
for other bacteria, both in the environment, and in the human gut.   
Figure 7. Animal-Environment-Human Web of Resistance Conceptual 
Diagram  
 
Symbols for diagrams courtesy of the Integration and Application Network 
(ian.umces.edu/symbols), University of Maryland Center for Environmental Science. 
 
As the effectiveness of antibiotics for medical applications declines, the 
dilemma of antimicrobial use in non-medical applications must be addressed from 
a public health perspective.  How then, do we approach this problem?  Several 
recommendations can be made.  Monitoring of antibiotic resistance is necessary 
to keep abreast of changes, especially any changes that may result from 
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management decisions.  In the U.S., there is only one governmental organization 
whose function is to monitor antibiotic resistance: the National Antimicrobial 
Resistance Monitoring System (NARMS).  NARMS is a joint venture of the 
Centers for Disease Control and Prevention (CDC), the Food and Drug 
Administration (FDA), and the U.S. Department of Agriculture (USDA) (47).  
NARMS receives isolates of food-borne pathogens from public health 
laboratories around the country to test for and monitor antibiotic resistance.  
Unfortunately, their purview is limited to several food-borne pathogens and 
indicator organisms isolated from food, food animals and humans.  In the 
European Union, there are resistance monitoring agencies much like NARMS in 
most countries.  However, the testing of these agencies is limited to veterinary 
pathogens, zoonotic agents, and indicator bacteria, and only from food animals, 
farms, and humans (279).  There are non-governmental organizations that attempt 
to monitor resistance, one of which is the Alliance for the Prudent Use of 
Antibiotics (APUA).  The APUA is an advocacy group comprised mostly of 
scientists whose function is to coordinate programs like the Global Advisory on 
Antibiotic Resistance Data program, which collects data on resistance from global 
sources, and the Reservoirs of Antibiotic Resistance Network, which provides 
funding for projects to study antibiotic resistance in non-pathogenic bacteria (12).  
The most common source of information on resistance in the environment is 
short-term studies by researchers.  Much of this data is compiled by groups like 
the APUA, but there is no program of on-going monitoring of environmental 
resistance in the U.S. or European Union.   
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There are options available to reduce the threat of antibiotic resistance.  
Since one of the ways that resistant organisms are spread into the environment is 
through land application of poultry manure, treating the manure may reduce or 
eliminate the threat.  Reducing the use of antibiotics through legal bans or 
alternative health methods may also be viable.  
Many scientists feel that a reduction in agricultural antibiotic use will only 
happen if there is a ban on that use.  Some have suggested banning all "human-
use" antibiotics and some have suggested banning only non-therapeutic use, 
including growth promotion.  Human-use antibiotics are those that are medically 
important to humans.  There are problems with banning medically important 
drugs.  First, there are only a few classes of antibiotics and most drugs that are not 
specifically used in humans are structurally related (and cross-resistant) to those 
that are.  Second, as in the case of virginiamycin and the streptogramins, a drug, 
or class of drugs, may not be medically important now, but may someday become 
important. 
Banning of growth promoters is the step most often recommended to deal 
with antibiotic resistance in the environment.  Most agricultural use of antibiotics 
(at least in the U.S.) is for growth promotion.  Estimates vary, but surveys suggest 
that between 15 million and 28 million pounds of antibiotics are used for non-
therapeutic uses in the U.S. each year (152, 174).  The efficacy of a growth 
promoter ban is unknown.  All European Union countries currently ban the use of 
growth promoters.  After the ban in the E.U., resistance has decreased (in some 
cases drastically) (217).  But, while it is important to reduce the levels of 
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resistance in our environment, this solution is not perfect.  With the overall 
decrease in antibiotic usage, therapeutic use has increased to deal with an increase 
in disease.  Some authors argue that animal disease has increased and the 
finishing weights of animals have decreased (46, 217).  And, in addition to 
finding only a limited decrease in resistance in humans, there has actually been an 
increase in food-borne disease (46).   
To reduce the effect of bacterial runoff from manure, Perdue Farms Inc. 
has joined with a company called AgriRecycle to produce a pelletized fertilizer 
called MicroStart60™ from poultry litter.  The plant, located in Delaware, was 
designed to process 95,000 tons of litter each year and the company will pick up 
litter from any farmer, regardless of company affiliation.  The process includes 
heating to kill any microorganisms and to completely dry the product (69).  
Perdue's goal is to remove nutrients from the Delmarva peninsula by shipping 
them to the rest of the country.  The process should work, however, the economic 
feasibility (and therefore long-term sustainability) is unknown. 
Long-term storage of manure before land application has also been 
suggested as a means to eliminate bacteria from poultry manure.  This can be a 
simple, low-cost method of treatment that has some utility, however, even after 
three to four months, there are reduced, but still significant numbers of multiply 
antibiotic resistant bacteria found in poultry manure (137, 196).   
Another method to reduce bacterial runoff that is useful is the use of 
buffer zones.  Using riparian or vegetated buffer zones can reduce sediment loss 
and runoff of bacteria.  Giddens and Barnett (94) were able to show drastically 
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reduced bacterial runoff over grassland versus fallow land.  Both buffer zones and 
manure storage are not effective in completely eliminating bacterial runoff, but 
they are useful in that they are already encouraged, at least in the Chesapeake Bay 
region, due to nutrient management regulations, and they do lead to some 
reduction in runoff (37). 
A reduction in the use of antibiotics is generally regarded as the most 
effective way to reduce antibiotic resistance, and there are several ways that 
animal producers can reduce their need.  If vaccines are developed for important 
diseases, the animals can be immunized and therefore the need for antibiotics is 
reduced.  Vaccines are under development for Salmonella and coccidiosis in 
poultry, and for many bacteria and viral diseases in pigs and cattle (174).  
Vaccination has been very successful in aquaculture.  In Norway, antibiotic use 
has decreased drastically since the development of vaccines against Aeromonas 
salmonicida and Vibrio salmonicida infections (248). 
Probiotics are beneficial bacteria, generally lactic acid bacteria, that are 
fed to animals (or humans) in an effort to promote greater health.  These bacteria 
can competitively exclude harmful bacteria by occupying a particular growth 
niche and/or producing antagonistic conditions for harmful bacteria.  Probiotics 
have been shown to have some success, but results are inconsistent (5).  In 
addition to probiotics, general steps can be taken to reduce disease in animal 
production.  Good herd management, including disease screening, good 
sanitation, and appropriate air and water quality can help to maintain healthy 
animals and reduce the need for antibiotics (174).  Other potential options include 
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using immune modulators, such as cytokines, to increase growth (158), or 
bacteriophages to treat bacterial infections (118).   
While some steps are being taken to reduce agricultural antibiotic use, 
more needs to be done.  The evidence that links agricultural use of antibiotics to 
antibiotic resistance in both the environment and humans is compelling, and 
because of the tremendous possibilities for horizontal gene transfer and the spread 
of resistant organisms, we must recognize and deal with the threat posed by 
overuse of antibiotics. 
 
93
References 
1. Aarestrup, F. M. 1999. Association between the consumption of 
antimicrobial agents in animal husbandry and the occurrence of resistant 
bacteria among food animals. Int. J. Antimicrob. Agents 12:279-285. 
 
2. Aarestrup, F. M. 2000. Characterization of glycopeptide-resistant 
Enterococcus faecium (GRE) from broilers and pigs in Denmark: genetic 
evidence that persistence of GRE in pig herds is associated with co-
selection by resistance to macrolides. J. Clin. Microbiol. 38:2774-2777. 
 
3. Aarestrup, F. M., and P. M. McNicholas. 2002. Incidence of high-level 
evernimicin resistance in Enterococcus faecium among food animals and 
humans. Antimicrob. Agents Chemother. 46:3088-3090. 
 
4. Aarestrup, F. M., A. M. Seyfarth, H.-D. Emborg, K. Pedersen, R. S. 
Hendriksen, and F. Bager. 2001. Effect of abolishment of the use of 
antimicrobial agents for growth promotion on occurrence of antimicrobial 
resistance in fecal Enterococci from food animals in Denmark. 
Antimicrob. Agents Chemother. 45:2054-2059. 
 
5. Abe, F., N. Ishibashi, and S. Shimamura. 1995. Effect of administration 
of Bifidobacteria and Lactic Acid Bacteria to newborn calves and piglets. 
J. Dairy Sci. 78:2838-2846. 
 
6. Acar, J. F., and F. W. Goldstein. 1997. Trends in bacterial resistance to 
fluoroquinolones. Clin. Infect. Dis. 24:S67-S73. 
 
7. Adams, C. A., B. Austin, P. G. Meaden, and D. McIntosh. 1998.
Molecular characterization of plasmid-mediated oxytetracycline resistance 
in Aeromonas salmonicida. Appl. Environ. Microbiol. 64:4194-4201. 
 
8. Akiba, T., T. Koyama, Y. Isshiki, S. Kimura, and T. Fukushima. 1960.
Studies on the mechanism and development of multiple drug-resistant 
Shigella strains. Nippon Iji Shimpo 1866:45-50. 
 
9. Allen, D. A. 1979. Studies of antibiotic-resistant bacteria isolated from an 
estuary. Master's Thesis. University of Maryland, College Park, MD. 
 
10. Allen, D. A., B. Austin, and R. R. Colwell. 1977. Antibiotic resistance 
patterns of metal-tolerant bacteria isolated from an estuary. Antimicrob. 
Agents Chemother. 12:545-547. 
 
11. Allen-Austin, D., B. Austin, and R. R. Colwell. 1984. Survival of 
Aeromonas salmonicida in river water. FEMS Microbiol. Lett. 21:143-
146. 
94
 
12. Alliance for the Prudent Use of Antibiotics 1999, posting date. Alliance 
for the Prudent Use of Antibiotics. http://www.tufts.edu/med/apua/.
[Online.] 
 
13. Altekruse, S. F., N. J. Stern, P. Fields, and D. Swerdlow. 1999.
Campylobacter jejuni - An emerging foodborne pathogen. Emerg. Infect. 
Dis. 5:28-35. 
 
14. Alvero, C. 1987. Antibiotic resistance of heterotrophic bacterial flora of 
two lakes. Syst. Appl. Microbiol 9:169-172. 
 
15. Anderson, E., and N. Datta. 1965. Resistance to penicillins and its 
transfer in Enterobacteriaceae. Lancet 20:407-409. 
 
16. Anderson, S. R., and R.-A. Sandaa. 1994. Distribution of tetracycline 
resistance determinants among Gram-negative bacteria isolated from 
polluted and unpolluted marine sediments. Appl. Environ. Microbiol. 
60:908-912. 
 
17. Angulo, F. J., K. R. Johnson, R. V. Tauxe, and e. al. 2000. Origins and 
consequences of antimicrobial-resistant nontyphoidal Salmonella:
Implications for the use of fluoroquinolones in food animals. Microb. 
Drug Resis. 6:77-83. 
 
18. Apgar, B., G. Greenberg, and G. Yen. 2005. Prevention of group B 
streptococcal disease in the newborn. Am. Fam. Physician 71:903-910. 
 
19. Armstrong, J. L., N. D. Wood, and L. A. Porteous. 1990.
Transconjugation between bacteria in the digestive tract of the cutworm 
Peridroma saucia. Appl. Environ. Microbiol. 56:1492-1493. 
 
20. Arvanitidou, M., V. Katsouyannopoulos, and A. Tsakris. 2001.
Antibiotic resistance patterns of enterococci isolated from coastal bathing 
waters. J. Med. Microbiol. 50:1001-1005. 
 
21. Arzese, A. R., L. Tomasetig, and G. A. Botta. 2000. Detection of tetQ 
and ermF antibiotic resistance genes in Prevotella  and  Porphyromonas  
isolates from clinical specimens and resident microbiota of humans. J. 
Antimicrob. Chemother. 45:577-582. 
 
22. Ash, R. J., B. Mauck, and M. Morgan. 2002. Antibiotic resistance of 
Gram-negative bacteria in rivers, United States. Emerg. Infect. Dis. 8:713-
716. 
 
95
23. Ashkenazi, S., I. Levy, V. Kazaronovski, and Z. Samra. 2003. Growing 
antimicrobial resistance of Shigella isolates. J. Antimicrob. Chemother. 
51:427-429. 
 
24. Bager, F., F. M. Aarestrup, M. Madsen, and H. Wegener. 1999.
Glycopeptide resistance in Enterococcus faecium from broilers and pigs 
following discontinued use of avoparcin. Microb. Drug Resis. 5:53-56. 
 
25. Baquero, F., and J. Blazquez. 1997. Evolution of antibiotic resistance. 
Trends Ecol. Evol. 12:482-487. 
 
26. Baquero, F., J. Martinez-Beltran, and E. Loza. 1991. A review of 
antibiotic resistance patterns of Streptococcus pneumoniae in Europe. J. 
Antimicrob. Chemother. 28 (Suppl. C):31-83. 
 
27. Bass, L., C. A. Liebert, M. D. Lee, A. O. Summers, D. G. White, S. G. 
Thayer, and J. J. Maurer. 1999. Incidence and characterization of 
integrons, genetic elements mediating multiple-drug resistance, in avian 
Escherichia coli. Antimicrob. Agents Chemother. 43:2925-2929. 
 
28. Bates, J. 1997. Epidemiology of vancomycin-resistant enterococci in the 
community and the relevance of farm animals to human infection. Journal 
of Hospital Infections 37:89-101. 
 
29. Baxter-Potter, W. R., and M. W. Gilliland. 1998. Bacterial pollution in 
runoff from agricultural lands. J. Environ. Qual. 17:27-34. 
 
30. Baya, A. M., P. R. Brayton, V. L. Brown, D. J. Grimes, E. Russek-
Cohen, and R. R. Colwell. 1986. Coincident plasmids and antimicrobial 
resistance in marine bacteria isolated from polluted and unpolluted 
Atlantic Ocean samples. Appl. Environ. Microbiol. 51:1285-1292. 
 
31. Bayne, S., M. Blankson, and D. Thirkell. 1983. Enumeration and 
speciation of group D streptococci from above and below a sewer outfall, 
their susceptibilities to six antibiotics and a comparison with clinical 
isolates. Antonie Van Leeuwenhoek 49:299-310. 
 
32. Bergh, O., K. Y. Børsheim, G. Bratbak, and M. Heldal. 1989. High 
abundance of viruses found in aquatic environments. Nature 340:467-468. 
 
33. Blanch, A. R., J. L. Caplin, A. Iversen, I. Kühn, A. Manero, H. D. 
Taylor, and X. Vilanova. 2003. Comparison of Enterococcal populations 
related to urban and hospital wastewater in various climatic and 
geographic European regions. J. Appl. Microbiol. 94:994-1002. 
 
96
34. Blanco, J. E., M. Blanco, A. Mora, and J. Blanco. 1997. Prevalence of 
bacterial resistance to quinolones and other antimicrobials among avian 
Escherichia coli strains isolated from septicemic and healthy chickens in 
Spain. J. Clin. Microbiol. 35:2184-2185. 
 
35. Bland, M., S. Vermillion, D. Soper, and M. Austin. 2001. Antibiotic 
resistance patterns of group B streptococci in late third-trimester 
rectovaginal cultures. Am. J. Obstet. Gynecol. 184:1125-1126. 
 
36. Boerlin, P., A. Wissing, F. M. Aarestrup, J. Frey, and J. Nicolet. 2001.
Antimicrobial growth promoter ban and resistance to macrolides and 
vancomycin in enterococci from pigs. J. Clin. Microbiol. 39:4193-4195. 
 
37. Boesch, D. F., R. B. Brinsfield, and R. E. Magnien. 2001. Chesapeake 
Bay eutrophication: Scientific understanding, ecosystem restoration, and 
challenges for agriculture. J. Environ. Qual. 30:303-320. 
 
38. Boost, M. V., W. M. Ko, and M. M. O'Donoghue. 2003. Penicillin and 
vancomycin tolerance among clinical isolates of Streptococcus 
pneumoniae in Hong Kong. Hong Kong Med. J. 9:415-418. 
 
39. Børsheim, K. Y., G. Bratbak, and M. Heldal. 1990. Enumeration and 
biomass estimation of planktonic bacteria and viruses by transmission 
electron microscopy. Appl. Environ. Microbiol. 56:352-356. 
 
40. Borzani, M., M. De Luca, and F. Varotto. 1997. A survey of 
susceptibility to erythromycin amongst Streptococcus pyogenes isolates in 
Italy. J. Antimicrob. Chemother. 40:457-458. 
 
41. Bronstad, K., K. Dronen, and V. Torsvik. 1996. Phenotypic diversity 
and antibiotic resistance in soil bacterial communities. J. Ind. Microbiol. 
17:253-259. 
 
42. Bryan, L. E. (ed.). 1984. Antimicrobial Drug Resistance. Academic 
Press, Inc., Orlando, FL. 
 
43. Burton, N. F., M. J. Day, and A. T. Bull. 1982. Distribution of bacterial 
plasmids in clean and polluted sites in a south Wales river. Appl. Environ. 
Microbiol. 44:1026-1029. 
 
44. Butaye, P., L. A. Devriese, and F. Haesebrouck. 2001. Differences in 
antibiotic resistance patterns of Enterococcus faecalis and Enterococcus 
faecium strains isolated from farm and pet animals. Antimicrob. Agents 
Chemother. 45:1374-1378. 
 
97
45. Byrd, J. J., and R. R. Colwell. 1993. Long-term survival and plasmid 
maintenance of Escherichia coli in marine microcosms. FEMS Microbiol. 
Ecol. 12:9-14. 
 
46. Casewell, M., C. Friis, E. Marco, P. McMullin, and I. Phillips. 2003.
The European ban on growth-promoting antibiotics and emerging 
consequences for human and animal health. J. Antimicrob. Chemother. 
52:159-161. 
 
47. Centers for Disease Control and Prevention 2005, posting date. 
National Antimicrobial Resistance Monitoring System (NARMS): Enteric 
Bacteria. http://www.cdc.gov/narms/. [Online.] 
 
48. Centers for Disease Control and Prevention. 1993. Nosocomial 
enterococci resistant to vancomycin -- United States, 1989-1993. MMWR. 
Morb. Mortal. Wkly. Rep. 42:597-599. 
 
49. Chain, E., H. W. Florey, A. D. Gardner, N. G. Heatley, M. A. 
Jennings, J. Orr-Ewing, and A. G. Sanders. 1940. Penicillin as a 
chemotherapeutic agent. Lancet 2:226-228. 
 
50. Chandrasekaran, S., B. Venkatesh, and D. Lalithakumari. 1998.
Transfer and expression of a multiple antibiotic resistance plasmid in 
marine bacteria. Curr. Microbiol 37:347-351. 
 
51. Chaslus-Dancla, E., G. Gerbaud, M. Lagorce, J.-P. Lafont, and P. 
Courvalin. 1987. Persistence of an antibiotic resistance plasmid in 
intestinal Escherichia coli of chickens in the absence of selective pressure. 
Antimicrob. Agents Chemother. 31:784-788. 
 
52. Chee-Sanford, J. C., R. I. Aminov, I. J. Krapac, N. Garrigues-
Jeanjean, and R. I. Mackie. 2001. Occurrence and diversity of 
tetracycline resistance genes in lagoons and groundwater underlying two 
swine production facilities. Appl. Environ. Microbiol. 67:1494-1502. 
 
53. Chelossi, E., L. Vezzulli, A. Milano, M. Branzoni, M. Fabiano, G. 
Riccardi, and I. M. Banat. 2003. Antibiotic resistance of benthic bacteria 
in fish-farm and control sediments of the Western Mediterranean. 
Aquaculture 219:83-97. 
 
54. Choopun, N., V. R. Louis, A. Huq, and R. R. Colwell. 2002. Simple 
procedure for rapid identification of Vibrio cholerae from the aquatic 
environment. Appl. Environ. Microbiol. 68:995-998. 
 
98
55. Chopra, I. 2002. New developments in tetracycline antibiotics: 
glycylcyclines and tetracycline efflux pump inhibitors. Drug Res. Updates 
5:119-125. 
 
56. Chun, J., A. Huq, and R. R. Colwell. 1999. Analysis of 16S-23S rRNA 
intergenic spacer regions of Vibrio cholerae and Vibrio mimicus. Appl. 
Environ. Microbiol. 65:2202-2208. 
 
57. Colwell, R. R. 1996. Global climate and infectious disease: the cholera 
paradigm. Science 274:2025-2031. 
 
58. Colwell, R. R., J. B. Kaper, and S. W. Joseph. 1977. Vibrio cholerae, 
Vibrio parahaemolyticus, and other vibrios: occurrence and distribution in 
Chesapeake Bay. Science 198:394-396. 
 
59. Courvalin, P. 1994. Transfer of antibiotic resistance genes between 
Gram-positive and Gram-negative bacteria. Antimicrob. Agents 
Chemother. 38:1447-1451. 
 
60. Cunningham, M. W. 2000. Pathogenesis of group A streptococcal 
infections. Clin. Microbiol. Rev. 13:470-511. 
 
61. Daane, L. L., J. A. Molina, E. C. Berry, and M. J. Sadowsky. 1996.
Influence of earthworm activity on gene transfer from Pseudomonas 
fluorescens to indigenous soil bacteria. Appl. Environ. Microbiol. 62:515-
521. 
 
62. Dahlberg, C., M. Bergstrom, M. Andreason, B. B. Christensen, S. 
Molin, and M. Hermansson. 1998. Interspecies bacterial conjugation by 
plasmids from marine environments visualized by gfp expression. Mol. 
Biol. Evol. 15:385-390. 
 
63. Dahlberg, C., M. Bergström, and M. Hermansson. 1998. In situ 
detection of high levels of horizontal plasmid transfer in marine bacterial 
communities. Appl. Environ. Microbiol. 64:2670-2675. 
 
64. Datta, N. 1962. Transmissible drug resistance in an epidemic strain of 
Salmonella typhimurium. J. Hyg. (Lond). 60:301-310. 
 
65. Datta, N., and P. Kontomichalou. 1965. Penicillinase synthesis 
controlled by infectious R factors in Enterobacteriaceae. Nature 208:239-
241. 
 
66. Davies, J. 1994. Inactivation of antibiotics and the dissemination of 
resistance genes. Science 264:375-382. 
 
99
67. Davison, J. 1999. Genetic exchange between bacteria in the environment. 
Plasmid 42:73-91. 
 
68. de Vicente, A., M. Aviles, J. C. Codina, J. J. Borrego, and P. Romero. 
1990. Resistance to antibiotics and heavy metals of Pseudomonas 
aeruginosa isolated from natural waters. J. Appl. Bacteriol. 68:625-632. 
 
69. Delaware Department of Natural Resources and Environmental 
Control 2005, posting date. Perdue-AgriRecycle Poultry Manure 
Pelletization Plant. Delaware Department of Natural Resources and 
Environmental Control Division of Water Resources 
http://www.dnrec.state.de.us/water2000/Sections/Watershed/ws/trib_times
_2003_2_nc_perdue.htm. [Online.] 
 
70. Demain, A. L., and R. Elander. 1999. The ß-lactam antibiotics: past, 
present, and future. Antonie Van Leeuwenhoek 75:5-19. 
 
71. DePaola, A., P. A. Flynn, R. M. McPhearson, and S. B. Levy. 1988. 
Phenotypic and genotypic characterization of tetracycline- and 
oxytetracycline-resistant Aeromonas hydrophila from cultured channel 
catfish (Ictalurus punctatus) and their environments. Appl. Environ. 
Microbiol. 54:1861-1863. 
 
72. Dermer, P., C. Lee, J. Eggert, and B. Few. 2004. A history of neonatal 
group B streptococcus with its related morbidity and mortality rates in the 
United States. J. Pediatr. Nurs. 19:357-363. 
 
73. Domagk, G. J. 1935. Ein Beitrag zur Chemotherapie der bakteriellen 
infektionen. Dtsch. Med. Wochenschr. 61:250-253. 
 
74. Dumontet, S., K. Krovacek, S. B. Svenson, V. Pasquale, S. B. Baloda, 
and G. Figliuolo. 2000. Prevalence and diversity of Aeromonas and 
Vibrio spp. in coastal waters of Southern Italy. Comp. Immunol. 
Microbiol. Infect. Dis. 23:53-72. 
 
75. Dupont, H. L., and J. H. Steele. 1987. Use of antimicrobial agents in 
animal feeds:  Implications for human health. Rev. Infect. Dis. 9:447-460. 
 
76. Endtz, H. P., G. J. Ruijs, B. v. Klingeren, W. H. Jansen, T. v. d. 
Reyden, and R. P. Mouton. 1991. Quinolone resistance in 
Campylobacter isolated from man and poultry following the introduction 
of fluoroquinolones in veterinary medicine. J. Antimicrob. Chemother. 
27:199-208. 
 
77. Esiobu, N., L. Armenta, and J. Ike. 2002. Antibiotic resistance in soil 
and water environments. Int. J. Environ. Health Res. 12:133-144. 
100
 
78. Everest, P., J. Wain, M. Roberts, G. Rook, and G. Dougan. 2001. The 
molecular mechanisms of severe typhoid fever. Trends Microbiol. 9:316-
320. 
 
79. Falbo, V., A. Carattoli, F. Tosini, C. Pezzella, A. M. Dionisi, and I. 
Luzzi. 1999. Antibiotic resistance conferred by a conjugative plasmid and 
a class 1 integron in Vibrio cholerae 01 El Tor strains isolated in Albania 
and Italy. Antimicrob. Agents Chemother. 43:693-696. 
 
80. Falkow, S. (ed.). 1975. Infectious Multiple Drug Resistance. Pion 
Limited, London. 
 
81. Fleming, A. 1929. On the antibacterial action of cultures of a Penicillium, 
with a special reference to their use in the isolation of B. influenze. Br. J. 
Exp. Pathol. 10:226-236. 
 
82. Fredrickson, J. K., R. J. Hicks, S. W. Li, and F. J. Brockman. 1988.
Plasmid incidence in bacteria from deep subsurface sediments. Appl. 
Environ. Microbiol. 54.
83. Frieden, T. R., S. S. Munsiff, D. E. Low, B. M. Willey, G. Williams, Y. 
Faur, W. Eisner, S. Warren, and B. Kreiswirth. 1993. Emergence of 
vancomycin-resistant enterococci in New York City. Lancet 342:76-79. 
 
84. Frost, J. A. 2001. Current epidemiological issues in human 
campylobacteriosis. J. Appl. Microbiol. 90:85S-95S. 
 
85. Gagliardi, J. V., and J. S. Karns. 2000. Leaching of Escherichia coli 
0157:H7 in diverse soils under various agricultural management practices. 
Appl. Environ. Microbiol. 66:877-883. 
 
86. Gambarotto, K., M. C. Ploy, P. Turlure, C. Grelaud, C. Martin, D. 
Bordesoule, and F. Denis. 2000. Prevalence of vancomycin-resistant 
enterococci in fecal samples from hospitalized patients and 
nonhospitalized controls in a cattle rearing area of France. J. Clin. 
Microbiol. 38:620-624. 
 
87. Gamieldien, J., A. Ptitsyn, and W. Hide. 2002. Eukaryotic genes in 
Mycobacterium tuberculosis could have a role in pathogenesis and 
immunomodulation. Trends Genet. 18:5-8. 
 
88. Gangle, B., A. Huq, and R. R. Colwell. 2002. Evaluation of media and 
culture conditions for enumeration of heterotrophic bacteria from rivers in 
Maryland. Presented at the 103rd General Meeting of the American 
Society for Microbiology, Washington, DC. Abstract Q452 
101
 
89. Gangle, B., I. N. G. Rivera, A. Huq, and R. R. Colwell. 2000. Antibiotic 
resistance in Vibrio cholerae isolated from Chesapeake Bay. Presented at 
the 101st General Meeting of the American Society for Microbiology, Los 
Angeles. Abstract N82 
 
90. Garau, J., M. Xercavins, M. Rodriguez-Carbelleira, and e. al. 1999.
Emergence and dissemination of quinolone-resistant Escherichia coli in 
the community. Antimicrob. Agents Chemother. 43:2736-2741. 
 
91. Garrod, L. P., and F. O'Grady. 1971. Antibiotic and Chemotherapy, 
Third ed. E. & S. Livingstone, Edinburgh. 
 
92. Gaynor, M., and A. S. Mankin. 2003. Macrolide antibiotics: binding site, 
mechanism of action, resistance. Curr Top Med Chem 3:949-960. 
 
93. Genthner, F. J., P. Chatterjee, T. Barkay, and A. W. Bourquin. 1988. 
Capacity of aquatic bacteria to act as recipients of plasmid DNA. Appl. 
Environ. Microbiol. 54:115-117. 
 
94. Giddens, J., and A. P. Barnett. 1980. Soil loss and microbiological 
quality of runoff from land treated with poultry litter. J. Environ. Qual. 
9:518-520. 
 
95. Goldstein, F. W., G. Gerbaud, and P. Courvalin. 1986. Transposable 
resistance to trimethoprim and 0/0129 in Vibrio cholerae. J. Antimicrob. 
Chemother. 17:559-569. 
 
96. Goni-Urriza, M., M. Capdepuy, C. Arpin, N. Raymond, P. Caumette, 
and C. Quentin. 2000. Impact of an urban effluent on antibiotic resistance 
of riverine Enterobacteriaceae and Aeromonas spp. Appl. Environ. 
Microbiol. 66:125-132. 
 
97. Goni-Urriza, M., L. Pineau, M. Capdepuy, C. Roques, P. Caumette, 
and C. Quentin. 2000. Antimicrobial resistance of mesophilic Aeromonas 
spp. isolated from two European rivers. J. Antimicrob. Chemother. 
46:297-301. 
 
98. Goodman, A. E., E. Hild, K. C. Marshall, and M. Hermansson. 1993.
Conjugative plasmid transfer between bacteria under simulated marine 
oligotrophic conditions. Appl. Environ. Microbiol. 59:1035-1040. 
 
99. Gotz, A., and K. Smalla. 1997. Manure enhances plasmid mobilization 
and survival of Pseudomonas putida introduced into field soil. Appl. 
Environ. Microbiol. 63:1980-1986. 
 
102
100. Greenwood, D. (ed.). 2000. Antimicrobial Chemotherapy, Fourth ed. 
Oxford University Press, New York, NY. 
 
101. Greko, C. 1999. Antibiotics as growth promoters. Acta Vet. Scand. 
Suppl. 92:87-100. 
 
102. Guardabassi, L., A. Petersen, J. E. Olsen, and A. Dalsgaard. 1998.
Antibiotic resistance in Acinetobacter spp. isolated from sewers receiving 
waste effluent from a hospital and a pharmaceutical plant. Appl. Environ. 
Microbiol. 64:3499-3502. 
 
103. Guerry, P. 1975. The ecology of bacterial plasmids in Chesapeake Bay. 
Ph.D. University of Maryland, College Park. 
 
104. Hada, H. S., and R. K. Sizemore. 1981. Incidence of Plasmids in Marine 
Vibrio spp. Isolated from an Oil Field in the Northwestern Gulf of Mexico. 
Appl. Environ. Microbiol. 41:199-202. 
 
105. Halling-Sørensen, B., S. N. Nielsen, P. F. Lanzky, F. Ingerslev, H. C. 
H. Lützhøft, and S. E. Jorgensen. 1998. Occurrence, fate and effects of 
pharmaceutical substances in the environment- A review. Chemosphere 
36:357-393. 
 
106. Harwood, V. J., M. Brownell, W. Perusek, and J. E. Whitlock. 2001.
Vancomycin-resistant Enterococcus spp. isolated from wastewater and 
chicken feces in the United States. Appl. Environ. Microbiol. 67:4930-
4933. 
 
107. Hayes, J. R., A. C. McIntosh, S. Qaiyumi, J. A. Johnson, L. L. 
English, L. E. Carr, D. D. Wagner, and S. W. Joseph. 2001. High-
frequency recovery of quinupristin-dalfopristin-resistant Enterococcus 
faecium isolates from the poultry production environment. J. Clin. 
Microbiol. 39:2298-2299. 
 
108. Hein, I., C. Schneck, M. Knoegler, G. Feierl, P. Pless, J. Koefer, R. 
Achmann, and M. Wagner. 2003. Campylobacter jejuni isolated from 
poultry and humans in Styria, Austria: epidemiology and ciprofloxacin 
resistance. Epidemiol. Infect. 130:377-386. 
 
109. Heinonen-Tanski, H., and J. Uusi-Kamppa. 2001. Runoff of faecal 
microorganisms and nutrients from perennial grass ley after application of 
slurry and mineral fertiliser. Water Sci. Technol. 43:143-146. 
 
110. Henriques, B., R. Novak, A. Ortqvist, G. Kallenius, E. Tuomanen, and 
S. Normark. 2001. Clinical isolates of Streptococcus pneumoniae that 
exhibit tolerance of vancomycin. Clin. Infect. Dis. 32:552-558. 
103
 
111. Hermansson, M., G. W. Jones, and S. Kjelleberg. 1987. Frequency of 
antibiotic and heavy metal resistance, pigmentation and plasmids in 
bacteria of the marine air-water interface. Appl. Environ. Microbiol. 
53:2338-2342. 
 
112. Herron, P. R., I. K. Toth, G. H. J. Heilig, A. D. L. Akkermans, A. 
Karagouni, and E. M. H. Wellington. 1998. Selective effect of 
antibiotics on survival and gene transfer of Streptomycetes in soil. Soil 
Biol. Biochem. 30:673-677. 
 
113. Hill, K. E., A. J. Weightman, and J. C. Fry. 1992. Isolation and 
screening of plasmids from the epilithon which mobilize recombinant 
plasmid pD10. Appl. Environ. Microbiol. 58:1292-1300. 
 
114. Hinton, M., A. H. Linton, and A. J. Hedges. 1985. The ecology of 
Escherichia coli in calves reared as dairy-cow replacements. J. Appl. 
Bacteriol. 85:131-138. 
 
115. Holmberg, S. D., M. T. Osterholm, K. A. Senger, and M. L. Cohen. 
1984. Drug-resistant Salmonella from animals fed antimicrobials. N. Engl. 
J. Med. 311:617-622. 
 
116. Holmberg, S. D., J. G. Wells, and M. L. Cohen. 1984. Animal-to-man 
transmission of antimicrobial-resistant Salmonella: Investigations of U.S. 
outbreaks, 1971-1983. Science 24:833-835. 
 
117. Hotchkiss, R. D., and R. J. Dubos. 1941. The isolation of bactericidal 
substances from cultures of Bacillus brevis. J. Biol. Chem. 141:155-162. 
 
118. Huff, W. E., G. R. Huff, N. C. Rath, J. M. Balog, H. Xie, P. A. Moore, 
Jr., and A. M. Donoghue. 2002. Prevention of Escherichia coli 
respiratory infection in broiler chickens with bacteriophage (SPR02). 
Poult. Sci. 82:437-441. 
 
119. Hughes, V. M., and N. Datta. 1983. Conjugative plasmids in bacteria of 
the 'pre-antibiotic' era. Nature 302:725-726. 
 
120. Hummel, R., H. Tschape, and W. Witte. 1986. Spread of plasmid-
mediated nourseothricin resistance due to antibiotic use in animal 
husbandry. J. Basic Microbiol. 26:461-466. 
 
121. Iversen, A., I. Kühn, A. Franklin, and R. Möllby. 2002. High 
prevalence of vancomycin-resistant Enterococci in Swedish sewage. Appl. 
Environ. Microbiol. 68:2838-2842. 
 
104
122. Iwane, T., T. Urase, and K. Yamamoto. 2001. Possible impact of treated 
wastewater discharge on incidence of antibiotic resistant bacteria in river 
water. Water Sci. Technol. 43:91-99. 
 
123. Jacobs-Reitsma, W., C. Kan, and N. Bolder. 1994. The induction of 
quinolone resistance in Campylobacter in broilers by quinolone treatment. 
Lett. Appl. Microbiol. 19:228-231. 
 
124. Jacobs-Reitsma, W. F. 1997. Aspects of epidemiology of Campylobacter 
in poultry. Vet. Q. 19:113-117. 
 
125. Jarrett, P., and M. Stephenson. 1990. Plasmid transfer between strains 
of Bacillus thuringiensis infecting Galleria mellonella and Spodoptera 
littoralis. Appl. Environ. Microbiol. 56:1608-1614. 
 
126. Jaworski, N. A., P. M. Groffman, A. A. Keller, and J. C. Prager. 1992.
A watershed nitrogen and phosphorus balance: The upper Potomac River 
basin. Estuaries 15:83-95. 
 
127. Jedrzejas, M. J. 2001. Pneumococcal virulence factors: Structure and 
function. Microbiol. Mol. Biol. Rev. 65:187-207. 
 
128. Jeljaszewicz, J., G. Mlynarczyk, and A. Mlynarczyk. 2000. Antibiotic 
resistance in Gram-positive cocci. Int. J. Antimicrob. Agents 16:473-478. 
 
129. Jennison, A. V., and N. K. Verma. 2004. Shigella flexneri infection: 
pathogenesis and vaccine development. FEMS Microbiol. Rev. 28:43-58. 
 
130. Jensen, L. B. 1998. Differences in the occurrence of two base pair 
variants of Tn1546 from vancomycin-resistant enterococci from humans 
pigs, and poultry. Antimicrob. Agents Chemother. 42:2463-2464. 
 
131. Jensen, L. B., S. Baloda, M. Boye, and F. M. Aarestrup. 2001.
Antimicrobial resistance among Pseudomonas spp. and the Bacillus 
cereus group isolated from Danish agricultural soil. Environ. Int. 26:581-
587. 
 
132. Jiang, S. C., and J. H. Paul. 1998. Gene transfer by transduction in the 
marine environment. Appl. Environ. Microbiol. 64:2780-2787. 
 
133. Johnston, N. J., T. A. Mukhtar, and G. D. Wright. 2002. Streptogramin 
antibiotics: mode of action and resistance. Curr Drug Targets 3:335-344. 
 
134. Jones, B., L. Baines, and F. Gauthier. 1991. Heterotrophic bacteria of 
the freshwater neuston and their ability to act as plasmid recipients under 
nutrient deprived conditions. Microb. Ecol. 22:15-25. 
105
 
135. Jones, J. G., S. Gerdener, B. M. Simon, and R. W. Pickup. 1986.
Antibiotic resistant bacteria in Windermere and two remote upland tarns in 
the English Lake district. J. Appl. Bacteriol. 60:443-453. 
 
136. Joseph, S. W., J. R. Hayes, L. L. English, L. E. Carr, and D. D. 
Wagner. 2001. Implications of multiple antimicrobial-resistant 
enterococci associated with the poultry environment. Food Addit. Contam. 
18:1118-1123. 
 
137. Kelley, T. R., O. C. Pancorbo, W. C. Merka, and H. M. Barnhart. 
1998. Antibiotic resistance of bacterial litter isolates. Poult. Sci. 77:243-
247. 
 
138. Kerry, J., M. Slattery, S. Vaughan, and P. Smith. 1996. The importance 
of bacterial multiplication in the selection, by oxytetracycline-HCl, of 
oxytetracycline-resistant bacteria in marine sediment microcosms. 
Aquaculture 144:103-119. 
 
139. Kessie, G., M. Ettayebi, A. M. Haddad, A. M. Shibl, F. al-Shammary, 
A. F. Tawfik, and M. N. al-Ahdal. 1998. Plasmid profile and antibiotic 
resistance in coagulase-negative Staphylococci isolated from polluted 
water. J. Appl. Microbiol. 84:417-422. 
 
140. Khachatourians, G. G. 1998. Agricultural use of antibiotics and the 
evolution and transfer of antibiotic-resistant bacteria. Can. Med. Assoc. J. 
159:1129-1136. 
 
141. Klare, I., D. Badstubner, C. Konstabel, G. Bohme, H. Claus, and W. 
Witte. 1999. Decreased incidence of VanA-type vancomycin-resistant 
enterococci isolated from poultry meat and from fecal samples of humans 
in the community after discontinuation of avoparcin usage in animal 
husbandry. Microb. Drug Resis. 5:45-52. 
 
142. Kobori, H., C. W. Sullivan, and H. Shizuya. 1984. Bacterial plasmids in 
Antarctic natural microbial assemblages. Appl. Environ. Microbiol. 
48:515-518. 
 
143. Kralikova, K., V. Krcmery, Sr., and V. Krcmery, Jr. 1986. Antibiotic 
resistance and transferable resistance in Enterobacteriaceae in municipal 
waste waters. Recomb. DNA Tech. Bull. 9:59-64. 
 
144. Kruse, H., B. K. Johansen, L. M. Rorvik, and e. al. 1999. The use of 
avoparcin as a growth promoter and the occurrence of vancomycin-
resistant Enterococcus species in Norwegian poultry and swine 
production. Microb. Drug Resis. 5:135-139. 
106
 
145. Kugler, K. C., G. A. Denys, M. L. Wilson, and R. N. Jones. 2000.
Serious streptococcal infections produced by isolates resistant to 
streptogramins (quinupristin/dalfopristin): Case reports from the SENTRY 
antimicrobial surveillance program. Diagn. Microbiol. Infect. Dis. 36:269-
272. 
 
146. Kunkle, W. E., L. E. Carr, T. A. Carter, and E. G. Bossard. 1981.
Effect of flock and floor type on the levels of nutrients and heavy metals 
in broiler litter. Poult. Sci. 60:1160-1164. 
 
147. L'Abee-Lund, T. M., and H. Sorum. 2001. Class 1 integrons mediate 
antibiotic resistance in the fish pathogen Aeromonas salmonicida 
worldwide. Microb. Drug Resis. 7:263-272. 
 
148. Lawrence, J. G., and H. Ochman. 1998. Molecular archaeology of the 
Escherichia coli genome. Proc. Natl. Acad. Sci. U. S. A. 95:9413-9417. 
 
149. Le Loir, Y., F. Baron, and M. Gautier. 2003. Staphylococcus aureus 
and food poisoning. Genet. Mol. Res. 2:63-76. 
 
150. Lennette, E. H., E. H. Spaulding, and J. P. Truant. 1974. Manual of 
clinical microbiology, 2nd ed. American Society for Microbiology, 
Washington, D.C. 
 
151. Levy, S. B. 2001. Antibiotic resistance: consequences of inaction. Clin. 
Infect. Dis. 33:5124-5129. 
 
152. Levy, S. B. 2002. Factors impacting on the problem of antibiotic 
resistance. J. Antimicrob. Chemother. 49:25-30. 
 
153. Lilley, A. K., and M. J. Bailey. 1997. The acquisition of indigenous 
plasmids by a genetically marked Pseudomonad population colonizing the 
Sugar Beet phytosphere is related to local environmental conditions. Appl. 
Environ. Microbiol. 63:1577. 
 
154. Linton, A. H., J. F. Timoney, and M. Hinton. 1981. The ecology of 
chloramphenicol resistance in Salmonella typhimurium  and  Escherichia 
coli in calves with endemic salmonella infection. J. Appl. Bacteriol. 
50:115-129. 
 
155. Lipsitch, M., R. S. Singer, and B. R. Levin. 2002. Antibiotics in 
agriculture: When is it time to close the barn door? Proc. Natl. Acad. Sci. 
U. S. A. 99:5752-5754. 
 
107
156. Lobova, T. I., E. Y. Maksimova, L. Y. Popova, and N. S. Pechurkin. 
2002. Geographical and seasonal distribution of multiple antibiotic 
resistance of heterotrophic bacteria of Lake Shira. Aquat. Ecol. 36:299-
307. 
 
157. Louis, V. R., E. Russek-Cohen, N. Choopun, I. N. G. Rivera, B. 
Gangle, S. C. Jiang, A. Rubin, J. A. Patz, A. Huq, and R. R. Colwell. 
2003. Predictability of Vibrio cholerae in Chesapeake Bay. Appl. Environ. 
Microbiol. 69:2773-2785. 
 
158. Lowenthal, J. W., T. E. O'Neil, A. David, G. Strom, and M. E. 
Andrew. 1999. Cytokine therapy: a natural alternative for disease control. 
Vet. Immunol. Immunopathol. 72:183-188. 
 
159. Lyons, R. W., C. L. Samples, H. N. DeSilva, K. A. Ross, E. M. Julian, 
and P. J. Checko. 1980. An epidemic of resistant Salmonella in a nursery. 
Animal-to-human spread. JAMA 243:546-547. 
 
160. Magee, A. M., and J. P. Quinn. 1991. Antibiotic resistance in the 
bacteria of a remote upland river catchment. Lett. Appl. Microbiol. 
13:145-149. 
 
161. Makarova, K. S., L. Aravind, Y. I. Wolf, R. L. Tatusov, K. W. 
Minton, E. V. Koonin, and M. J. Daly. 2001. Genome of the extremely 
radiation-resistant bacterium Deinococcus radiodurans viewed from the 
perspective of comparative genomics. Microbiol. Mol. Biol. Rev. 65:44-
79. 
 
162. Malone, T. C., D. J. conley, T. R. Fisher, P. M. Glibert, L. W. 
Harding, and K. G. Sellner. 1996. Scales of nutrient-limited 
phytoplankton productivity in Chesapeake Bay. Estuaries 19:371-385. 
 
163. Marques, A. M., F. Congregado, and D. M. Simon-Pujol. 1979.
Antibiotic and heavy metal resistance of Pseudomonas aeruginosa 
isolated from soils. J. Appl. Bacteriol. 47:347-350. 
 
164. Marshall, B., D. Petrowski, and S. B. Levy. 1990. Inter- and intraspecies 
spread of Escherichia coli in a farm environment in the absence of 
antibiotic usage. Proc. Natl. Acad. Sci. U. S. A. 87:6609-6613. 
 
165. Maryland Department of Agriculture. 2001. Agriculture in Maryland 
summary for 2000-2001. 
 
166. Mathew, A. G., A. M. Saxton, W. G. Upchurch, and S. E. Chattin. 
1999. Multiple antibiotic resistance patterns of Escherichia coli isolates 
from swine farms. Appl. Environ. Microbiol. 65:2770-2772. 
108
 
167. McArthur, J. V., and R. C. Tuckfield. 2000. Spatial patterns in 
antibiotic resistance among stream bacteria: effects of industrial pollution. 
Appl. Environ. Microbiol. 66:3722-3726. 
 
168. McCormick, J. B. 1998. Epidemiology of emerging/re-emerging 
antimicrobial-resistant bacterial pathogens. Curr. Opin. Microbiol. 1:125-
129. 
 
169. McDonald, C. L., M. J. Kuehnert, F. C. Tenover, and W. R. Jarvis. 
1997. Vancomycin-resistant enterococci outside the health-care setting: 
Prevalence, sources, and public health implications. Emerg. Infect. Dis. 
3:311-317. 
 
170. McDonald, C. L., S. Rossiter, C. Mackinson, Y. Y. Wang, S. Johnson, 
M. Sullivan, R. Sokolow, E. DeBess, L. Gilbert, J. A. Benson, B. Hill, 
and F. J. Angulo. 2001. Quinupristin-dalfopristin resistant Enterococcus 
faecium on chicken and in human stool specimens. N. Engl. J. Med. 
345:1155-1160. 
 
171. McDonald, L. C., F. J. Chen, H. J. Lo, and et al. 2001. Emergence of 
reduced susceptibility and resistance to fluoroquinolones in Escherichia 
coli in Taiwan and contributions of distinct selective pressure. Antimicrob. 
Agents Chemother. 45:3084-3091. 
 
172. McDonough, P. L., D. Fogelman, S. J. Shin, M. A. Brunner, and D. H. 
Lein. 1999. Salmonella enterica serotype Dublin infection: an emerging 
infectious disease for the northeastern United States. J. Clin. Microbiol. 
37:2418-2427. 
 
173. McEvoy, J. M., A. M. Doherty, J. J. Sheridan, I. S. Blair, and D. A. 
McDowell. 2003. The prevalence of Salmonella spp. in bovine faecal, 
rumen and carcass samples at a commercial abattoir. J. Appl. Microbiol. 
94:693-700. 
 
174. McEwen, S. A., and P. J. Fedorka-Cray. 2002. Antimicrobial use and 
resistance in animals. Clin. Infect. Dis. 34 Suppl 3:s93-s106. 
 
175. McKeon, D. M., J. P. Calabrese, and G. K. Bissonnette. 1995. 
Antibiotic resistant gram-negative bacteria in rural groundwater supplies. 
Water Res. 29:1902-1908. 
 
176. McMurry, S. W., M. S. Coyne, and E. Perfect. 1998. Fecal coliform 
transport through intact soil blocks amended with poultry manure. J. 
Environ. Qual. 27:86-92. 
 
109
177. McNicol, L. A., K. M. S. Aziz, I. Huq, J. B. Kaper, H. A. Lockman, E. 
Remmers, W. M. Spira, M. J. Voll, and R. R. Colwell. 1980. Isolation 
of drug-resistant Aeromonas hydrophila from Aquatic environments. 
Antimicrob. Agents Chemother. 17:477-483. 
 
178. McNicol, L. A., T. Barkay, M. J. Voll, and R. R. Colwell. 1982.
Plasmid carriage in Vibrionaceae and other bacteria isolated from the 
aquatic environment. J. Wash. Acad. Sci. 72:60-66. 
 
179. Melhus, A., and I. Tjernberg. 1996. First documented isolation of 
vancomycin-resistant Enterococcus faecium in Sweden. Scand. J. Infect. 
Dis. 28:191-193. 
 
180. Meynell, E., G. G. Meynell, and N. Datta. 1968. Phylogenetic 
relationships of drug-resistance factors and other transmissible bacterial 
plasmids. Bacteriol. Rev. 32:55-83. 
 
181. Meynell, E., and D. N. 1967. Mutant drug resistant factors of high 
transmissibility. Nature 214:885-887. 
 
182. Miller, V. L., J. B. Kaper, D. A. Portnoy, and R. R. Isberg (ed.). 1994. 
Molecular genetics of bacterial pathogenesis. American Society for 
Microbiology, Washington, DC. 
 
183. Mitsuhashi, S. 1993. Drug resistance in bacteria: history, genetics and 
biochemistry. J. Int. Med. Res. 21:1-14. 
 
184. Mitsuhashi, S., K. Harada, and H. Hashimoto. 1960. Multiple 
resistance of enteric bacteria and transmission of drug-resistance to other 
strain by mixed cultivation. Jpn. J. Exp. Med. 30:179-184. 
 
185. Mølbak, K., D. L. Baggesen, F. M. Aarestrup, J. M. Ebbesen, J. 
Engberg, K. Frydendahl, P. Gerner-Smidt, A. M. Petersen, and H. C. 
Wegener. 1999. An outbreak of multidrug-resistant, quinolone-resistant 
Salmonella enterica serotype Typhimurium DT104. N. Engl. J. Med. 
341:1420-1425. 
 
186. Moore, P. A., Jr., T. C. Daniel, J. T. Gilmour, B. R. Shreve, D. R. 
Edwards, and B. H. Wood. 1998. Decreasing metal runoff from poultry 
litter with aluminum sulfate. J. Environ. Qual. 27:92-99. 
 
187. Moore, P. A., Jr., T. C. Daniel, A. N. Sharpley, and C. W. Wood. 1995.
Poultry manure management:  Environmentally sound options. J. Soil 
Water Cons. 50:321-327. 
 
110
188. Morgan, R. C., P. Guerry, and R. R. Colwell. 1976. Antibiotic resistant 
bacteria in Chesapeake Bay. Chesapeake Sci. 17:216-219. 
 
189. Morrison, J. L. 1969. Distribution of arsenic from poultry litter in broiler 
chickens, soil, and crops. J. Agric. Food Chem. 17:1288-1290. 
 
190. Morrison, W. D., R. V. Miller, and G. S. Sayler. 1978. Frequency of 
F116-mediated transduction of Pseudomonas aeruginosa in a freshwater 
environment. Appl. Environ. Microbiol. 36:724-730. 
 
191. Moyer, A. J., and R. D. Coghill. 1946. Penicillin VIII. Production of 
penicillin in surface cultures. J. Bacteriol. 51:57-78. 
 
192. Nelson, K., R. Clayton, S. Gill, M. Gwinn, R. Dodson, D. Haft, E. 
Hickey, J. Peterson, W. Nelson, K. Ketchum, L. McDonald, T. R. 
Utterback, J. A. Malek, K. D. Linher, M. M. Garrett, A. M. Stewart, 
M. D. Cotton, M. S. Pratt, C. A. Phillips, D. Richardson, J. 
Heidelberg, G. G. Sutton, R. D. Fleischmann, J. A. Eisen, O. White, S. 
L. Salzberg, H. O. Smith, J. C. Venter, and C. M. Fraser. 1999. 
Evidence for lateral gene transfer between Archaea and Bacteria from 
genome sequence of Thermatoga maritima. Nature 399:323-329. 
 
193. Netherwood, T., R. Bowden, P. Harrison, A. G. O'Donnell, D. S. 
Parker, and H. J. Gilbert. 1999. Gene transfer in the gastrointestinal 
tract. Appl. Environ. Microbiol. 65:5139-5141. 
 
194. Nikolich, M. P., G. Hong, N. B. Shoemaker, and A. A. Salyers. 1994.
Evidence for natural horizontal transfer of tetQ between bacteria that 
normally colonize humans and bacteria that normally colonize livestock. 
Appl. Environ. Microbiol. 60:3255-3260. 
 
195. Noble, W. C., Z. Virani, and R. G. A. Cree. 1992. Co-transfer of 
vancomycin and other resistance genes from Enterococcus faecalis NCTC 
12201 to Staphylococcus aureus. FEMS Microbiol. Lett. 93:195-198. 
 
196. Nodar, R., M. J. Acea, and T. Carballas. 1990. Microbial populations of 
poultry pine-sawdust litter. Biol. Wastes 33:295-306. 
 
197. Normark, B. H., and S. Normark. 2002. Evolution and spread of 
antibiotic resistance. J. Intern. Med. 252:91-106. 
 
198. Novak, R., B. Henriques, E. Charpentier, S. Normark, and E. 
Toumanen. 1999. Emergence of vancomycin tolerance in Streptococcus 
pneumoniae. Nature 399:590-593. 
 
111
199. O'Brien, T. F. 1987. Resistance of bacteria to antibacterial agents:  
Report of task force 2. Rev. Infect. Dis. 9:S224-S260. 
 
200. O'Brien, T. F., J. D. Hopkins, E. S. Gilleece, and e. al. 1982. Molecular 
epidemiology of antibiotic resistance in Salmonella from animals and 
human beings in the United States. N. Engl. J. Med. 307:1-6. 
 
201. Ochiai, K., T. Yamanaka, K. Kimura, and O. Sawada. 1959. Studies 
on inheritance of drug resistance between Shigella strains and Escherichia 
coli strains. Nippon Iji Shimpo 1861:34-36. 
 
202. Ogan, M. T., and D. E. Nwiika. 1993. Studies on the ecology of aquatic 
bacteria of the lower Niger Delta: Multiple antibiotic resistance among the 
standard plate count organisms. J. Appl. Bacteriol. 74:595-602. 
 
203. O'Morchoe, S. B., O. Ogunseitan, G. S. Sayler, and R. V. Miller. 1988.
Conjugal transfer of R68.45 and FP5 between Pseudomonas aeruginosa 
strains in a freshwater environment. Appl. Environ. Microbiol. 54:1923-
1929. 
 
204. Ortega, M., F. Marco, A. Soriano, E. Garcia, J. A. Martinez, and J. 
Mensa. 2003. Lack of vancomycin tolerance in Streptococcus pneumoniae 
strains isolated in Barcelona, Spain, from 1999 to 2001. Antimicrob. 
Agents Chemother. 47:1976-1978. 
 
205. Österblad, M., K. Norrdahl, E. Korpimaki, and P. Huovinen. 2001. 
Antibiotic resistance: How wild are wild mammals? Nature 409:37 - 38.
206. Pacer, R. E., J. S. Spika, M. C. Thurmond, N. Hargrett-Bean, and M. 
E. Potter. 1989. Prevalence of Salmonella and multiple antimicrobial-
resistant Salmonella in California dairies. J. Am. Vet. Med. Assoc. 
195:59-63. 
 
207. Park, J. C., J. C. Lee, J. Y. Oh, Y. W. Jeong, J. W. Cho, H. S. Joo, W. 
K. Lee, and W. B. Lee. 2003. Antibiotic selective pressure for the 
maintenance of antibiotic resistant genes in coliform bacteria isolated from 
the aquatic environment. Water Sci. Technol. 47:249-253. 
 
208. Partridge, I. G. 2000. Vancomycin-resistant enterococci and use of 
avoparcin in animal feed: is there a link? Med. J. Aust. 172:43-44. 
 
209. Parveen, S., R. L. Murphree, L. Edmiston, C. W. Kaspar, K. M. 
Portier, and M. L. Tamplin. 1997. Association of multiple-antibiotic-
resistance profiles with point and nonpoint sources of Escherichia coli in 
Apalachicola Bay. Appl. Environ. Microbiol. 63:2607-2612. 
 
112
210. Paszko-Kolva, C., M. Shahamat, H. Yamamoto, T. Sawyer, J. Vives-
Rego, and R. R. Colwell. 1991. Survival of Legionella pneumophila in 
the aquatic environment. Microb. Ecol. 22:75-83. 
 
211. Pathak, S. P., J. W. Bhattacherjee, and P. K. Ray. 1993. Seasonal 
variation in survival and antibiotic resistance among various bacterial 
populations in a tropical river. J. Gen. Appl. Microbiol. 39:47-56. 
 
212. Pearlman, M. D., C. L. Pierson, and R. G. Faix. 1998. Frequent 
resistance of clinical group B streptococci isolates to clindamycin and 
erythromycin. Obstet. Gynecol. 92:258-261. 
 
213. Petersen, A., J. S. Andersen, T. Kaewmak, T. Somsiri, and A. 
Dalsgaard. 2002. Impact of integrated fish farming on antimicrobial 
resistance in a pond environment. Appl. Environ. Microbiol. 68:6036-
6042. 
 
214. Petersen, A., and A. Dalsgaard. 2003. Antimicrobial resistance of 
intestinal Aeromonas spp. and Enterococcus spp. in fish cultured in 
integrated broiler-fish farms in Thailand. Aquaculture 219:71-82. 
 
215. Phillips, I. 2002. Prudent use of antibiotics: Are our expectations 
justified? Clin. Infect. Dis. 33:S130-S132. 
 
216. Phillips, I. 1999. The use of bacitracin as a growth promoter in animals 
produces no risk to human health. J. Antimicrob. Chemother. 44:725-728. 
 
217. Phillips, I., M. Casewell, T. Cox, B. De Groot, C. Friis, R. Jones, C. 
Nightingale, R. Preston, and J. Waddell. 2004. Does the use of 
antibiotics in food animals pose a risk to human health?  A critical review 
of published data. J. Antimicrob. Chemother. 53:28-52. 
 
218. Piddock, L. J. 1995. Quinolone resistance and Campylobacter spp. J. 
Antimicrob. Chemother. 36:891-898. 
 
219. Raper, K. B., and D. I. Fennell. 1946. The production of penicillin X in 
submerged culture. J. Bacteriol. 51:761-777. 
 
220. Reinthaler, F. F., J. Posch, G. Feierl, G. Wust, D. Haas, G. 
Ruckenbauer, F. Mascher, and E. Marth. 2003. Antibiotic resistance of 
E. coli in sewage and sludge. Water Res. 37:1685-1690.
221. Rice, E. W., J. W. Messer, C. H. Johnson, and D. J. Reasoner. 1995.
Occurrence of high-level aminoglycoside resistance in environmental 
isolates of Enterococci. Appl. Environ. Microbiol. 61:374-376. 
 
113
222. Richaume, A., J. S. Angle, and M. J. Sadowsky. 1989. Influence of soil 
variables on in situ plasmid transfer from Escherichia coli to Fhizobium 
fredii. Appl. Environ. Microbiol. 55:1730-1734. 
 
223. Roberts, M. C. 1996. Tetracycline resistance determinants: mechanisms 
of action, regulation of expression, genetic mobility, and distribution. 
FEMS Microbiol. Rev. 19:1-24. 
 
224. Robinson, D. A., A. M. Kearns, A. Holmes, D. Morrison, H. 
Grundmann, G. Edwards, F. G. O’Brien, F. C. Tenover, L. K. 
McDougal, A. B. Monk, and M. C. Enright. 2005. Re-emergence of 
early pandemic Staphylococcus aureus as a community-acquired 
meticillin-resistant clone. Lancet 365:1256-1258. 
 
225. Roe, M. T., and S. D. Pillai. 2003. Monitoring and identifying antibiotic 
resistance mechanisms in bacteria. Poult. Sci. 82:622-626. 
 
226. Roszak, D. B., and R. R. Colwell. 1987. Survival strategies of bacteria in 
the natural environment. Microbiol. Rev. 51:365-379. 
 
227. Ruef, C. 2004. Epidemiology and clinical impact of glycopeptide 
resistance in Staphylococcus aureus. Infection 32:315-327. 
 
228. Ruiz, J. 2003. Mechanisms of resistance to quinolones: target alterations, 
decreased accumulation and DNA gyrase protection. J. Antimicrob. 
Chemother. 51:1109-1117. 
 
229. Sabry, S. A., H. A. Ghozlan, and D. M. About-Zeid. 1997. Metal 
tolerance and antibiotic resistance patterns of a bacterial population 
isolated from sea water. J. Appl. Microbiol. 82:245-252. 
 
230. Sakoulas, G., P. A. Moise-Broder, J. Schentag, A. Forrest, R. C. 
Moellering, Jr., and G. M. Eliopoulos. 2004. Relationship of MIC and 
bactericidal activity to efficacy of vancomycin for treatment of 
methicillin-resistant Staphylococcus aureus bacteremia. J. Clin. Microbiol. 
42:2398–2402.
231. Sa-Leao, R., I. S. Sanches, I. Couto, C. R. Alves, and H. de Lencastre. 
2001. Low prevalence of methicillin-resistant strains among 
Staphylococcus aureus colonizing young and healthy members of the 
community in Portugal. Microb. Drug Resis. 7:237-245. 
 
232. Sandaa, R., and O. Enger. 1994. Transfer in marine sediments of the 
naturally occurring plasmid pRAS1 encoding multiple antibiotic 
resistance. Appl. Environ. Microbiol. 60:4234-4238. 
 
114
233. Saye, D. J., O. Ogunseitan, G. S. Sayler, and R. V. Miller. 1987.
Potential for transduction of plasmids in a natural freshwater environment: 
effect of plasmid donor concentration and a natural microbial community 
on transduction in Pseudomonas aeruginosa. Appl. Environ. Microbiol. 
53:987-995. 
 
234. Schatz, A., E. Bugie, and S. A. Waksman. 1944. Streptomycin, a 
substance exhibiting antibiotic activity against gram-positive and gram-
negative bacteria. Proc. Soc. Exp. Biol. Med. 55:66-69. 
 
235. Schmidt, A. S., M. S. Bruun, I. Dalsgaard, and J. L. Larsen. 2001.
Incidence, distribution, and spread of tetracycline resistance determinants 
and integron-associated antibiotic resistance genes among motile 
Aeromonads from a fish farming environment. Appl. Environ. Microbiol. 
67:5675-5682. 
 
236. Schmidt, A. S., M. S. Bruun, I. Dalsgaard, K. Pedersen, and J. L. 
Larsen. 2000. Occurrence of antimicrobial resistance in fish-pathogenic 
and environmental bacteria associated with four Danish rainbow trout 
farms. Appl. Environ. Microbiol. 66:4908-4915. 
 
237. Schwartz, T., W. Kohnen, B. Jansen, and U. Obst. 2003. Detection of 
antibiotic-resistant bacteria and their resistance genes in wastewater, 
surface water, and drinking water biofilms. FEMS Microbiol. Ecol. 
43:325-335. 
 
238. Scott, K. P. 2002. The role of conjugative transposons in spreading 
antibiotic resistance between bacteria that inhabit the gastrointestinal tract. 
Cell. Mol. Life Sci. 59:2071-2082. 
 
239. Scuderi, G., M. Fantasia, T. Niglio, and I. S.-N. W. Group. 2000. The 
antibiotic resistance patterns of Salmonella typhi isolates in Italy, 1980-
1996. Epidemiol. Infect. 124:17-23. 
 
240. Sengelov, G., Y. Agersoe, B. Halling-Soerensen, S. B. Baloda, J. S. 
Andersen, and L. B. Jensen. 2003. Bacterial antibiotic resistance levels 
in Danish farmland as a result of treatment with pig manure slurry. 
Environ. Int. 28:587-595. 
 
241. Shanahan, P. M. A., K. A. Karamat, C. J. Thomson, and S. G. B. 
Amyes. 2000. Characterization of multi-drug resistant Salmonella typhi 
isolated from Pakistan. Epidemiol. Infect. 124:9-16. 
 
242. Simjee, S., D. G. White, J. Meng, D. D. Wagner, S. Qaiyumi, S. Zhao, 
J. R. Hayes, and P. F. McDermott. 2002. Prevalence of straptogramin 
resistance genes among Enterococcus isolates recovered from retail meats 
115
in the Greater Washington DC area. J. Antimicrob. Chemother. 50:877-
882. 
 
243. Sims, J. T., and D. C. Wolf. 1994. Poultry waste management: 
agricultural and environmental issues. Adv. Agron. 52:1-83. 
 
244. Sizemore, R. K., and R. R. Colwell. 1977. Plasmids carried by antibiotic-
resistant marine bacteria. Antimicrob. Agents Chemother. 12:373-382. 
 
245. Smit, E., A. Wolters, and J. D. van Elsas. 1998. Self-transmissible 
mercury resistance plasmids with gene-mobilizing capacity in soil 
bacterial populations: Influence of wheat roots and mercury addition. 
Appl. Environ. Microbiol. 64:1210-1219. 
 
246. Smith, K. E., J. M. Besser, C. W. Hedberg, F. T. Leano, J. B. Bender, 
J. H. Wicklund, B. P. Johnson, K. A. Moore, M. T. Osterholm, and I. 
Team. 1999. Quinolone-resistant Campylobacter jejuni infections in 
Minnesota, 1992–1998. N. Engl. J. Med. 340:1525-1532. 
 
247. Smith, P., M. P. Hiney, and O. B. Samuelsen. 1994. Bacterial resistance 
to antimicrobial agents used in fish farming: a critical evaluation of 
method and meaning. Annual Review of Fish Diseases 4:273-313. 
 
248. Sorum, H. 2000. Farming of Atlantic salmon - an experience from 
Norway. Acta Vet. Scand. Suppl 93:129-134. 
 
249. Souza, V., M. Rocha, A. Valera, and L. Egularte. 1999. Genetic 
structure of natural populations of Escherichia coli from wild hosts on 
different continents. Appl. Environ. Microbiol. 65:3373-3385. 
 
250. Srinivasan, A., J. D. Dick, and T. M. Perl. 2002. Vancomycin resistance 
in staphylococci. Clin. Microbiol. Rev. 15:430-438. 
 
251. Staver, K. W., and R. B. Brinsfield. 2001. Agriculture and water quality 
on the Maryland Eastern Shore:  where do we go from here. Bioscience 
51:859-868. 
 
252. Sullivan, J. T., H. N. Patrick, W. L. Lowther, D. B. Scott, and C. 
Ronson. 1995. Nodulating strains of Rhizobium loti arise through 
chromosomal symbiotic gene transfer in the environment. Proc. Natl. 
Acad. Sci. U. S. A. 92:8985-8989. 
 
253. Then, R. L. 1982. Mechanisms of resistance to trimothoprim, the 
sulfonamides, and trimethoprim-sulfamethoxazole. Rev. Infect. Dis. 
4:261-269. 
 
116
254. Threlfall, E. J., L. R. Ward, J. A. Frost, and G. A. Willshaw. 2000. 
The emergence and spread of antibiotic resistance in food-borne bacteria. 
Int. J. Food Microbiol. 62:1-5. 
 
255. Timoney, J. F., and A. H. Linton. 1982. Experimental ecological studies 
on H2 plasmids in the intestine and faeces of the calf. J. Appl. Bacteriol. 
52:417-424. 
 
256. Timoney, J. F., J. Port, J. Giles, and J. Spanier. 1978. Heavy-metal 
resistance in the bacterial flora of sediments of New York Bight. Appl. 
Environ. Microbiol. 36:465-472. 
 
257. Top, E., I. De Smet, W. Verstraete, R. Dijkmans, and M. Mergeay. 
1994. Exogenous isolation of mobilizing plasmids from polluted soils and 
sludges. Appl. Environ. Microbiol. 60:831-839. 
 
258. Torres, C., J. A. Reguera, M. J. Sanmartin, J. C. Perez-Diaz, and F. 
Baquero. 1994. vanA-mediated vancomycin-resistant Enterococcus spp. 
in sewage. J. Antimicrob. Chemother. 33:553-561. 
 
259. Trefouél, J., J. Trefouél, F. Nitti, and D. Bovet. 1935. Activity of p-
aminophenylsulfamide in the experimental streptococcal infections of the 
mouse and rabbit. C. R. Seances Soc. Biol. Fil. 120:756.
260. Usera, M. A., A. Aladuena, R. Gonzalez, M. De la Fuente, J. Garcia-
Pena, N. Frias, and M. A. Echeita. 2002. Antibiotic resistance of 
Salmonella spp. from animal sources in Spain in 1996 and 2000. J. Food 
Prot. 65:768-773. 
 
261. van den Bogaard, A. E., R. Willems, N. London, J. Top, and E. E. 
Stobberingh. 2002. Antibiotic resistance of faecal enterococci in poultry, 
poultry farmers and poultry slaughterers. J. Antimicrob. Chemother. 
49:497-505. 
 
262. van den Braak, N., A. van Belkum, M. van Keulen, J. Vliegenthart, H. 
A. Verbrugh, and H. P. Endtz. 1998. Molecular characterization of 
vancomycin-resistant enterococci from hospitalized patients and poultry 
products in The Netherlands. J. Clin. Microbiol. 36:1927-1932. 
 
263. van Elsas, J. D., M. E. Starodub, and J. T. Trevors. 1988. Bacterial 
conjugation between pseudomonads in the rhizosphere of wheat. FEMS 
Microbiol. Ecol. 53:299-306. 
 
264. Wall, P. G., D. Morgan, K. Lamden, M. Griffin, E. J. Threlfall, L. R. 
Ward, and e. al. 1995. Transmission of multi-resistant strains of 
Salmonella typhimurium from cattle to man. Vet. Rec. 136:591-592. 
117
 
265. Watanabe, K., W. Hara, and M. Sato. 1998. Evidence for growth of 
strains of the plant epiphytic bacterium Erwinia herbicola and 
transconjugation among the bacterial trains in guts of the silkworm 
Bombyx mori. J. Invertebr. Pathol. 72:104-111. 
 
266. Watanabe, K., and M. Sato. 1998. Plasmid-mediated gene transfer 
between insect-resident bacteria Enterobacter cloacae, and plant-epiphytic 
bacteria, Erwinia herbicola in guts of silkworm larvae. Curr. Microbiol 
37:352-355. 
 
267. Watanabe, T., and T. Fukasawa. 1961. Episome-mediated transfer of 
drug resistance in Enterobacteriaceae I. Transfer of Resistance Factors by 
Conjugation. J. Bacteriol. 81:669-678. 
 
268. Watanabe, T., H. Nishida, C. Ogata, T. Arai, and S. Sato. 1964.
Episome-mediated transfer of drug resistance in Enterobacteriaceae. VII. 
Two types of naturally occurring R factors. J. Bacteriol. 88:716-726. 
 
269. Wegener, H., M. Madsen, N. Nielsen, and F. M. Aarestrup. 1997.
Isolation of vancomycin resistant Enterococcus faecium from food. Int. J. 
Food Microbiol. 35:57-66. 
 
270. Welton, L. A., L. A. Thai, M. B. Perri, S. Donabedian, J. McMahon, J. 
W. Chow, and M. J. Zervos. 1998. Antimicrobial resistance in 
enterococci isolated from turkey flocks fed virginiamycin. Antimicrob. 
Agents Chemother. 42:705-708. 
 
271. Werner, G., I. Klare, H. Heier, K. H. Hinz, G. Bohme, M. Wendt, and 
W. Witte. 2000. Quinupristin/Dalfopristin-resistant enterococci of the 
satA (vatD) and satG (vatE) genotypes from different ecological origins in 
Germany. Microb. Drug Resis. 6:37-47. 
 
272. Wiener, P., S. Egan, and E. M. H. Wellington. 1998. Evidence for 
transfer of antibiotic-resistance genes in soil populations of 
Streptomycetes. Mol. Ecol. 7:1205-1216. 
 
273. Williams, C. M., J. C. Barker, and J. T. Sims. 1999. Management and 
utilization of poultry wastes. Rev. Environ. Contam. Toxicol. 162:105-
157. 
 
274. Witte, W. 2004. Glycopeptide resistant Staphylococcus. J. Vet. Med. Ser. 
B 51:370-373. 
 
275. Witte, W. 1998. Medical consequences of antibiotic use in agriculture. 
Science 279:996-997. 
118
 
276. Wiuff, C., M. Madsen, D. L. Baggesen, and F. M. Aarestrup. 2000.
Quinolone resistance among Salmonella enterica from cattle, broilers and 
swine in Denmark. Microb. Drug Resis. 6:11-17. 
 
277. Wommack, K. E., R. T. Hill, M. Kessel, E. Russek-Cohen, and R. R. 
Colwell. 1992. Distribution of viruses in the Chesapeake Bay. Appl. 
Environ. Microbiol. 58:2965-2970. 
 
278. Wooley, R. E., K. R. Spears, J. Brown, L. K. Nolan, and M. A. Dekich. 
1992. Characteristics of conjugative R-plasmids from pathogenic avian 
Escherichia coli. Avian Dis. 36:348-352. 
 
279. Wray, C., and J.-C. Gnanou. 2000. Antibiotic resistance monitoring in 
bacteria of animal origin: analysis of national monitoring programmes. Int. 
J. Antimicrob. Agents 14:291-294. 
 
280. Yoshimura, H., M. Ishimaru, Y. S. Endoh, and A. Kojima. 2000.
Antimicrobial susceptibilities of enterococci isolated from faeces of 
broiler and layer chickens. Lett. Appl. Microbiol. 31:421-426. 
 
